Page I
Date and Time: |Eﬂ I , [: OO PIA Lab Technicians(s) involved: ('\j CAN (s MgCVL:ﬁ—

Protocol: [ ¥

Reagents:

oh. /113

Procedure (with applicable notes):

el U Qudduse o AR
ONNHES CUMUR A
® M \%Q,L,E '5*

A0 W\ o
COML \q CULAUAE

Results:

Location of product: - %\ C F)Ci%\'\\(\ \h(_v ’P\(\\A \

Label on product: N &=l 0 e NG ¢ X (Od R, AGAL |, S
End Notes/Comments:£¢-Hran NG L © 16 Uin 4 \dr :?%)c [ W0

NEXT STEP:

Continued on back? Yes D; Nom
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Date and Time: {/i'3/// Lab Technicians(s) involved: JAeve, Vi, Ak s
Protocol: £¢ [ Herrxmzw -e0)

Reagents: Byls PR Mrw £(3)

r')ﬂs Pla.am, !m ipq}\ Frn K2)

f Lﬁ—‘{ g Av-& fi-( n-lg&k bey)

L kh Ladoler (Eron PCR be ) Lgacese (KT AE b ben

Procedure (with applicable notes):

5‘2“_10/‘ wygarese 9’(( macle dnd log coled wita S ‘—t//'ll’f as [ llews:

amd vie
()ei ran  a¥ loeg v 11 'f""/

“ | o
Lane L"“CIZ- L‘"\C3 f“nt bt’ Lane b/ Lo\nté L&nc7 , lome 8
Loddor  [Blank [pR1 [p(AT PLUM ;71&4 i Farp 2

Gel Stonted at 1521A
E‘w{(d e f [ 074 £l

S f‘/,.z {// in f l@)’ Jec baj n 0

TULL,:J ia 416 K25 cire AN [’?rf/ A Yy I),) Ea_‘-//l well (‘a\n'l’x,‘n?c/ 2 wb ot O/V/}I'«,,.'/

Ve

Results:
f“f‘*@" S Feves /7 hone
(R il were ardwrd 700 b/'f(wk.zﬁ T rhad wt wandt
S\,/i!a,;‘:%)c&' PCfl F 7 " Sinic byt’ i 72 "/L,b,)
" wrt [ alss wes drowad 700 kps

Flasmed  and  Part tus *A\V([(_’(/ Simee AcShange qulam/w‘vj

siee ”'\dl{(’r fhan 5.'6"'

Location of product: '
Label on product:  f.(s tei asef
End Notes/Comments: Pcﬁllf, F‘t’;u_, FCR 3{&&[ Fert | ottt ure g h fs, ee.

NEXT STEP:

Anibthen PR on PCRIT, FORY PR3 wad Part

Continued on back? Yes D; NOE
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Date and Time: (/:14/ 14 Lab Technicians(s) involved: S ke en Ve, dts ..
Protocol: PR

Nueole Todaf
Reagents:  Typ{het PCR 2y Mas lempix
DEPEC waier, Byis prowars
F“’{l r'U’U- Y’Lﬂa hw“}I
X7 L
L..»ée/é,( j" bhex fqken From
Procedure (with applicable notes):
Pkl =\ [T wl Mateny  JDPL LD dubos bon By Ass ety 4
V IL _ . ey priwe ’/ /s ‘ I Vailrd
FCE:’ FZQZ = X l «l l/‘!d %:y} ﬁ’l’tnté /"‘“’7'*’/3‘
e pens = m Ll oo po®
h Loy
”
v Prot L =

y, A ,}_ ‘ \M" }ALM/“*(
'V%

4 H?M, Pere vl

¢  ml Foid
[/MK;/ Lané/,ﬂ B‘#/‘c ’ ), L m
R « Fer A A Shy PLE ugeAd veal #®/
i TR prstecal Y iandg Cor Lhes Storied ot 8 0501
ended af W02 97 £

p Ay Ed = j Ae
Y s g /{ See Gel /;/z(;f’nm 1‘1’};
Results:

2,

f’“atz’/wa/'}’ fm-ﬂvt;’{/"-z/—fi}, Fon -m‘,v,"

T cinglyg - ; -
S “nglyg iy Of Gl Eiec ﬁ-‘;yha.--fﬂj' o 5 My t’{a'f

Locationofproduct: AR FU5CS Sn dreen o po . .

Label on product: "B, js PR oo doet PLEIN PIRZX, PR3 W, Part | p
End Notestomments bt Mn;Rrﬂ.x ha A /&tl;{ oy ;{r,. Ly !.u/.»:/ 19 g -dal et
‘L&”‘ €lt'cl'fv/'hu\,‘-fsu

NEXT STEP:

Gel ele brophorces s analygss

Continued on back? Yes D; No
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Date and Time: 1/~ Lab Technicians(s) involved: Ste e, Ve Aiy,
Protocol: G el Erectupryorgs Tarp b Foclens
Reagents: Ay, o5¢

lx THE BBabfe
()"ZI Gra g {U pie x;

R frakue F il 1‘-)'/‘1{
| ko Lodder

Procedure (with applicable notes):

Made 0 L/w aqarrie g2l 2B . o -
LUS"W{LV{L s ws"L\J l L‘-L l»wlél'fw lbf\,v{_ ﬁ"ﬂ fﬁy\/{"}/ From /1‘-{/14 ly\'f'\‘f 4 LVW:

”(~ Lent il L‘,.«(‘Z, __L‘M-s_lml( Lewej" ' A ""u‘\.f’? ‘L.J;..C >
.,Al:r,‘m@- PRI | Buank Pk 2 [ hlonk ﬁ?s_’f?;:H
Cel non ‘*7+' vt oo v £ ey i,v‘] wk 638 1AM

S ended i 11s304M
jhet m—k“‘f"i ~Jon— F(r k.L-ue(,/ (ﬂhg.,}/w{— Pk ki /.[ Levmde Borters,
d)’i il lvu'{n(

) had Locding
be alJ Lrenef /“1&(\,:/ ,{),.; (774 au{o{(//

Results:

F(‘(ILM"( Pt J\ﬂ,ciz, )\p ‘{“A’I f‘hﬂ/\c [‘{‘i he emd:/‘f{ AJM'\/‘ZVI VJWI Ay #/W)

73 Af‘f‘ed/‘€;/ fo fnve Lailed. 0.‘”7 pr it shvwed wp. Beuds un lel,.,

5.’°6 hand o f /M{;l*t‘ Jnvah/al«'- ik POR feit 33 velid. Since n, c,;u‘»rals
(wnlileely

wsed contd e e Biliamg: Pesgiie Frermaliy ter i5snes (o Hmpr L"“) AN

fromess l«m/ hot be 8‘7{; gene, Pesscble Rt lostr (oncenbraton of H-m/c Le.

Location of product: flaci, ¢ bey ia 4
g 4
Label on product: " Byls PLE pyo Auck Fegh qf!
End Notes/Comments: A/, .e.r[; by be redore wrtn fropern con bl

NEXT STEP:
Re&’to ~ VA »/mu/'t'/‘ Conbels

Continued on back? Yes D; No



Page 5

Date and Time: !g > ,j/ ‘!i %fﬁ’\ ug oR Lab Technicians(s) involved: Q\mn 6@.,/5;@_
|4 g

Protocol: Run R .(lv(’f\ in j@/ e, chn
Reagents: ‘(esZ.b‘Qx-m)% h“f’ “w)
_]_'K TA = V\gc;?r SA
[a) R ’) ~
Gelreen  10.000x Foth e PR bax
& ,yvom

| kb o r

Procedure (with applicable notes):

/Mp,-cf% T30 - ’70 ‘w';/‘ok Sf/f
Loskd | w/ Vb [uclr md 2ai PR Pralict

Ln Lo [ Ln3 | Lad | Las | tnC ) La?
PCR!' PRI | RRY | AR5 | PCRG|
Hel ran @ 10OV skr igwamon 1. 00m
e 1p 20 g

Results:

Prdwe  0a Rym worges 1P L ke emated gy p Gark)
AR practy Pmd 3 (lbc’r)\ ard xyn A} apRer Yo Conbun e correcs DA when
comprey do Ha luddle (qboF GO0 be)
PR cafocts M- { «il NesZ ) AP JO conkan e Cored DVA  wha
(omgued 4o YA [udoler (aboot 2.Bib)
PC\Q @“’JU(‘\’I,O'() 003'9‘%44('-0 a buwmd, TR S )‘ul\/ 6 D"JA N ths \gqnq‘f’(a'

Location of product: C0r%¢n o JOEM WR pRox o Qeezer (-20°Q
Label on product: " xyn4 uacs AR Falect” (bt e 1-3) ™ yoxZ vt PR prodocy’ | blve arrt H)
End Notes/Comments: Wy as e<xgesed £x@ ot Q- TR Aol Ak |

T& & % b\gl\S f’C(‘ Fu"(v(d“s wlp f’revfu“&i\/ v N 470 S (ge‘

NEXT STEP:
VS Cerceck DA ) PcR

Continued on back? Yes D; NOEJ/



Page 3. ¢

Date and Time: |/i5/14 Lab Technicians(s) involved: ‘Fv éu Voo fligro.e

Protocol:_P(¢
Reagents: f,.du Botech 26 Moflrmiy voal ]
Bjt[i Fopncird trev puspvery
B‘;’ Ly L.ziesck Fuwd + rey penpes
nv ‘ B | & od 1y Cp? g s /‘;»7“) "ﬂrMﬁ’l
65[) igﬂ b{-”kl DEI% H-V(" (‘),,:,“ Bwlx,«el 4554’;«4? Aﬁx

Procedure (with applicable notes):

Cide B sabtilo 118 gense + B 1y wl 2x Maskeomi

0.*.>,»m/ Bl | oMb P i wl B"jis firwenal Pt

Bils  Beohrrck: D U oml Byis revtge prmzs
1

\_/—\\ L oml B oSabtils (6§ gencne oy

T et
CUL bl 2y Masfeoppp

B - - L ,«,L l;'{-‘ i~ i
| wi Mwbn'\’k f'”"’if"’n\""/ }L, ﬁ i H"’U PCR kg rin i
i 3 o (L 7 T
I wb Byls Bybrvk reg prmen Bt Fretoco] "B s g [ozermony Cye e
i P IR ] '~
2wl Byls Boobesck |l P 248 FES fon The ey
i ~ f Al , L '3 f) Fawn.—./(‘ s, " Y ity
+ 9w D EPC T, ¢ 9 | Skt 44 9.t
15wl | b figls PRtz s ended o l[',.,,,,'
2 Al C,"\‘jﬁ‘ml Byls | w din eln
d wub PIZFC Hyé
5l
Results:

/ [ -,\..4 - 9
Sex e elecfrojpk T sl en page 1

Location of product:_ 4° i 4 vpen papk Judetegr—
Label on product:_“Zy/; W R proifuer™
End Notes/Comments:  Nzed b bo poren [ 4 ugly 9/

NEXT STEP:
M Bown oa j.g/ Fo jee ;i corvel £ Ggeneg.

Continued on back? Yes D; NOE



-

Page |/

Date and Time: 1/ /4/14 Lab Technicians(s) involved: 5 feusn Ve AStie
Protocol: Del ¢lechrtenes s
Reagents: Byly LR yopduct mudbe on 1/15714

ﬂm:’ruﬂf [ X rf”" [hﬁvf/‘

Procedure (with applicable notes):

oand | kL Laccn, Mﬂp b laney belyw, (15wl af Lo an adof e/
2l of for Predect Goldes

ane 1 Laa , 2- | e Leiae 'm“'i
.L'W{d("', ﬁiaat/c ‘F lavk m’ " F.’. ”b.‘\ya%/ %/5 }1.. UM
P\'Ln a,')[ l”é) V J (\um#ﬂ} at q L ;ziﬂu b E F 515{.;"} 15577"mme
»:«,w[ z,,/ at rwidoe Fh B: ﬁﬁ 15 Bro by ke

Results:

(Protave ca o lege ( thematic /
) ;’Llf Ltap,,;( %(ﬁ,f f/u‘r?,{ wé g

Crowe Hle Geacme purs az’r [<L
5)417 (’4[%{' }oa,‘mef‘ d("’w')’l fom FLe re.}j:.

%[J F"'\,M*’/;‘ w;*/k éa é 2w C AN
V\l’ &9 l;)l ' /\’1“1 6’7 /5 L /éu/f/l
l%l; Bt’ I‘zé P/‘W/J /{“V{ M_blﬁ—ﬁ*/lk

50 L A /l-ya‘rdjf ‘75/' reade caof la o Aecd w K FELp l%/[,r /’(,4/'1»((/:

rd..» y i
e =0

Location of product: ¥ M&ﬂf‘{f

Label on product: N/

End Notes/Comments: .1, ¢ dpdmiC PAH got PR Frmér pro iy, i
VA 74 7

Inq/{f{—pj @'f"f Vy\i-we”)' fo~ lc#vlpm‘-ck‘
. C)b"’aﬁ’l One |
el e x tracten kot

NEXT STEP: St heve gEl

Use dumplicy,: ey 9T

"b\j-(lk' s bk od _)S,_L’_,a, PR fAr "‘7 Jenemire E&VP P"mfﬂ s’v:z;»‘i'l.j 68 and CXlpimdf

tle eLircaey oF the Pome7g
7 Continued on back? Yes[]; No[X]
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Date and Time: I/IV Lab Technicians(s) involved: MM//V!
Protocol: Gell F
Reagents: Ayt

I_F' =, (:1‘! é)rgﬁ’,q

Procedure (with applicable notes):

Made €% agerose gel

foond allinddancey oF ves 2 ot iy g resler niy  asteck

et 2ul DNA +,9 ule 6% Lowre Ghe

Loaded tub 1EL bddes b e [ ond the put
e ob¥he Daples ¢ chopy (by box)

Loder % /B Ren ool ot looY
i sz | @ ge ct ooV S/Urh'ng ot 7.‘!5,,,\
I_’_’J f’f Sn\)d &M paks

P Box By Po%

Results: T ,
“Nonlysive

Location of product: /Jont.
Label on product:  nong
End Notes/Comments: (! Pg,!@c’

NEXT STEP:

T-f y 074:”,\

Continued on back? Yes D; NOE‘
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Date and Time: J / K/ 1 ¥ E/MI Lab Technicians(s) involved: M\,\//V\
Protocol:_Ge| Flo b

Reagents: | Kb loder Sffel mide

o0 1/17/14 (¥.5) Varwus p yes2

I(.U(’() {‘er,;h},..tf me ~d0°( _ OMoge

Joa(}mc; t)vP fh- T4 E

Procedure (with applicable notes):

Sul VA LuL Lok Dye (6)

{O ML [M)Uer
- "’7‘_( _/;:ﬁ “T‘— H‘W/-eol Putnnde. a,‘)L 5.2y pm at oo
ladde- L«-T——I L5om Rrls bon &(7
1k PLR Box yes2
v yesZ

Plasmid

Por y"féz
Results:

71\0, p/r/Sﬂ‘.J bON Wig )‘{m/’crfl\c,\‘ ,gl‘b
\LQO\”'\{I‘S wep(onﬁ@V ideaheal or VGP\/ C[ /

emg,ﬁl oy et loterog bek
e Gnd Jk bgads s/;AI-/L’ closer Fo#e 3k sid¢ "een e

Location of product: plL"Ur»e on ff’ammce
Label on product: 20[4- 14}y pd u.»sgbr‘mk Angl,x: s
End Notes/Comments: ¢ «c,J: 1y f-dﬂ.;, yos Z_reg.ihy a4 yes 2 slad be %96 b

NEXT STEP:

JavesFscke exna shand leng Hl,

Continued on back? Yes D; NoD




Page |7

Date and Time: i/ 1§/)4 Lab Technicians(s) involved: 7 feyun Vie Ak ae
Protocol:  f(k Ah bpn Wagle %5k y
Reagents: o .de £y bt x—thogto— lic. 21 Megharmin von] B Grey beruk

X}ua/j }ﬁ-"‘r“‘k?ff {F“'ﬁ'{ bnd’.)
Kyu it Broboel (Lo bpod)

E ¢ iéﬁ'-‘!-s l éé eR ¥, & !!.,1 é r,‘fi"rl, thH.nLi‘"L

X\/y\ﬁ ﬂ.‘vbn‘ok( rf’Ei"C H;(?/, XLI_‘_’ ﬂ '9[[:{ Fm‘y(utf l X)n/} "m i{""""{"rLZ
{

Procedure (with applicable notes):

.y ¢ } A recqeats
~ Sab M y"dhww: taggnts! )
. : L 9Qx mastecmifK
o , i Lwl Dx Meashoaniy ‘;1:1, Fard Xyn Agifinre”
X = Xym A pect | b wk el Xy pomen | mL ﬂevmexr':“ g
A < Xyup pert2 b Revess Xyn A powee 20k Xyn 4500
| . 2wl Bosabbils LLf geadae (70 T
L3> Yy A Bocdock 4wl DEFC 4,0 25t
‘ = X\{/tA p(l( P"""L""f—l ke Ej I(“Scn "} S
" th/l, PR y'na(;lud» Z x /lz,j/mfj " . o) D 145 b V”'{;;K b(l‘l(j)(lw"r
(2l g MadFernay | Ful X¥n A'?AW:CL(--’-’”‘V
| mt l:w*ll X\/h A Pornen | Revas e Xy A bbir e
 wasl ﬁ¢,$,' Yy. # poamee tl Xy\n/“ :}/:0(;{')(!\/
1 b 7\.7.: A opentl A Drpt M2 Corrt
i »L DiEpc lyo 2% :
Results: 1
Sex Gpof e v r by Lo A )/I‘///lf

Location of product:  4° 2. 4, pu. reck
Label on product: X "\ w,ar,c-" Paste LR Lo Auagh
End Notes/Comments:

NEXT STEP:

6 C/ F{f( ffk,ﬂlv,/.;sh).;

Continued on back? Yes E; NOD



‘ ft"'\%ew)’s

A mastecni ¥

Ll Pk Xyn Aprmec
oL Revecse g A penT
Qul ;\’ym/" ,Ot-(-lF(a:ﬂuch{
Gl DEp< /»/20

2 Gl

1k Xym/? e n prm*%'ﬁ v )
gmb D IEPE Hy ©
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Date and Time:_%/19/,+ Lab Technicians(s) involved: J+€wey Ifh» Jit e
Protocol: bony me Iselntivm Chrppin Weglin

Reagents: PVeas, Rlec ¥ Titgue kit
b cabilis sub blog 1 b8 lpued cafbsng

Procedure (with applicable notes):

Be sabbily subples 1be wtntrrtgrd e pelleted gy, s g
AL Bofee Wit g adde | i Cerst s tep 175 Feud oof €nzymmadx Loy b fha.

P Tor—tee . Mew ollecfiva babes et act Mied b mahes ¢,

& Xt Collectrnn fabey available,

DMR iy glatef Hanee fon highor yoe A df loven e, |

-t "L"dir‘a,,,

Results:

§ee A.55 iy L’f gel < (Céf“-*a/tg»e;vj,
U PR

Location of product: =~ 2v”
Label on product: § sujtcler subbily 1bf gencemc presp
End Notes/Comments:

NEXT STEP:

A-I)’a7 by ge[e{ecﬂ»a/%rrr,; A }"(K

Continued on back? YesD; Nom
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Page ' Z-

Lab Technicians(s) involved: ASN\WA WGS: ¢levss &

Date and Time: |[4| M4 535
Protocol: Cr¢ | C le chrpporesi Grey Gome
Sheve, Van Aisding

Reagents fC\Z On\(\mh o€

At by i g
Xyn A Q0 prodedt |, XA EEP@UG A
Q( C\r‘o‘j(’ TAE bbﬁcef \

(0,000 x Ge\ Green; LD \L\ck\g(
Procedure (w1th app icable notes):
\ = Bauerly g 0 Made 90 mL 1% aguose el
X = t‘f“"\f‘;* 4‘1 © PCR Pt Uty include \00\6\'\'\3 dy e
= NN (4 B
Sbtl_ of —och PCL pProduch ' each well

= XynhA Bicricik
= AW A Pt Pr’cﬁuci\'\

- Ayn A KT Bpouct L

/ brtne [ Lunt & Lant ({JLLMc 7] Lo § ,
WLl ATk T T~ 7T =5 ] o~ | w | & |

bel ron wh 160V croted k55 py

">»CTD

Zoded ot 6:855pPM

Results:
. See Feumspace Colder
¢« AW bunds below & Ko

Location of product: M4
Label on product: A
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; No E



Page '3

Date and Time: [-3] -3 Lab Technicians(s) involved: M\prex Mngmm
Pl‘OtOCOlﬁﬁMM_G.\\-\qu Aot Geeary
Reagents: €foromsC—

Cin\xo

Procedure (with applicable notes):

—Erre—R—

: dal Ao }\D*ﬁ [\

"\ cond®\ W wode win [Ba —2SIOH 4o dest Yhe
cAn\ovo.

Results: &)(ce:‘; .{
TEPD 0 dne.  waren yoOM
- s Z, BylS, God Nyn A e
= KUEOM wpc kifled by the anbbion, (Chior)

Location of product: \pn) ooe vy %m
Label on product: Ueg 2= \ovwied, Xaa. \otolsric\ Pa\s bitheial, RRa.. L NSO

End Notes/Comments:

NEXT STEP:

Mini ?re P
Continued on back? Yes D; No/&(




Page 14

Date and Time: < | /14 Lab Technicians(s) involved: /‘5*4 Wi
A

Protocol: / '/hnrgv
Reagents: X\ma,, esz "’Bﬁfs l?fo(m( le Sop NP

&Iﬁ_(Lf"nur&v et

Procedure (with applicable notes):
5mb of L‘Q/Utd cullure of )Cymﬂr Ye;Z- 4'89'15 B.cbrick spun for 3 minure @gf)wrym
ﬂWCMMnd‘cnl’ removed, pglet resuspended ., QbOuL Pl, lysed ABO L PX | neutaksel v/ QRWNIS0L N

mwo rpm for 10 min SPUA  Swperpabnt put-inky Sam Column , s pyn
Washed w/ SchuL Butfer P8 -3pum

Wag koot w/ 760.L Butle PE spun for | pdopte

Flutel v/ 50,1 Buften EE’ hana (st for /mu\nqu SPenton 1)
B Dofoct mosed fo microcery Fuge Pubes,

Results:
B isou meeon huge Pube oF DV per gone — Dont e thete ety
(ot couldnt oe dune becayie shandrug goy pissing M f’:(:\ﬂ X”ifj' ug/nyL '
Quor Jong ST | Vecz S-3i
f\{':ﬁr (:%ifv:,//: L Lﬂ% pr_w\, _“f"’(a rake Q‘,é L

Yes2 7,24 gginl

Location of product: —20° X:cEm _.:D/f,z s ds Box
Label on product: {Gee Naney Biobric\e  2/ifiv ol4 Ag  Chlory
End Notes/Comments: ’

NEXT STEP:

Pelecnive concentration + PCR

Continued on back? YesD; NoD



Page |5

Date and Time: ) - J- \3 Lab Technicians(s) involved: Anna Gmuw
Protocol: PP MBE_MQE[ZAEOK)
Reagents: Q5 2 X Mgy VX

Tuls BB Riowr fov < Fx

Xan A 88 Vi Rev + tor

Y 2 BB Vel Wes + Eox

Procedure (with applicable notes):
A 95mL  wluton  wos wmads
"QH wWas O{OV\Q, on QL

N3 be%egco——wéf* YN %\r\;%dc\i TR CE%\%, XurA, Yes2

A P S __@w\ e Qi wnel Lo’

N g We(d db(le \JO"\'Y\

Results:

DNA wos  eplicecded,

W{/Wvép JO/\(/ )/;/V~i

BY  r.lr wyy vodnl

3
o8

A

Xgah: 5088 ug /ml
Y it
s 8”%%/”]/

Location of product: P12 Vucluct Hox
Label on product: o< BB . Yinll BB, YesZ BB

End Notes/Commeiits:

NEXT STEP:

Bun o ‘jé/

Continued on back? Yes D; NOD




Date and Time: | pra A-l-1vf

Protocol: ki, [

Reagents: Biopd 581 A3
Ap“g"fﬂ'r”m

Procedure (with applicable notes):

Page (6

Lab Technicians(s) involved: Aﬂ,

vy

{ ¢
(QF (7Y wﬁl\”\ mow

Mf:[,le t gIhL [,.;cbv"l} Cl,‘”'(/mf ],J/ Amp-“dlm (‘Q)m%’_mhbq ot IOOub/mL
Culwad /' BOOZY 0w e BIA? brom luid culhre

Results:

2]

Gf\OW‘Hr\

Location of product: iappm fevn

Label on product:_ 8002y o814  mwm

2[4

End Notes/Comments:

NEXT STEP:

Méhz[,,?[,,

Continued on back? Yes D; NoD




Page L7_

Date and Time: 2-2-1y4 Lab Technicians(s) involved: MiWM
Protocol: Mniaren

Reagents: 800 3y Ligued Callupe

Soin Mipiprcp [+ (GAL 3&7{\]

Procedure (with applicable notes):

Conbined Fron ) 6 ~ BpoRe Loui colty Soun ghy /Pe//eM
M“/\-‘pfop rva (or;_(o//yc”/)g Gl the kCs ik l 5P C'Olurhm

()Zh/%i‘f' O/\F(l;&j fo O(EWw?A( (ooce brato,

Results:

1 SOul etz of Bos29 (leanid @ E@‘qug/fhl»

Location of product: . GEM Plegmed Pox
Label on product: B3 psBiAz MWM elf,  22-1%
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page | E )
Date and Time: - - Ifk Lab Technicians(s) involved: QC’I

Protocol: ElpeA %
Reagents: (e| Goel) in DSMD

Procedure (with applicable notes):

A %Q,Oﬁ was mMmade W/ Lo;;g% o eXeleRisht VO
S0mL TRE WX BufRe, « S o€ Gel Greeq,

o) |
Lo Q\cﬁo{ é\ XUKA uiz © 1.3 z
WO oXgie o es aels Meg
f% @6 @s LI

Results:

fige resmioed weve undewwodo\e . “‘S_u 0&2_\ NN

Location of product:_\\J/ )
Label on product: N [/
End Notes/Comments:

NEXT STEP:

MNP Q:J\\u« ¢
ZDT (PR Q)C\\M

Continued on back? Yes D; NOD

Find prolo\em /V\)u\o\cs\noO)r




Page _\&

Date and Time: § 00 ) ‘ 5, [4— Lab Technicians(s) involved: Dyase| Shnmed—
Protocol: (s¢ / Al -y c";){_\ L{L(

Reagents:

Procedure (with applicable notes):

- ()) (,g Q‘*,»m (?)(‘ l(/k’/{)(/ ,0_, f“"'/b‘v,(f'f(g)

~ {b‘ (V\ L/V\’/\il?/%o ().’\U(y)‘/\/k/k)
-1 10 (%S 2 alkemive pimes )

~ 19, god ;G mlDNA] bl ‘LWJAO ot
tiba Uy bmlg ke L2 LE

1= (el Lb\—‘_/h/ Saak 2= PCRY (B4)
ol T e R B L
M%?QM)/ Ly= My yg(]g-; Lo spe RX(8B)
Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD



3.




Page Q|

Date and Time: 2 -1~ :—l 9: 3{9#\ Lab Technicians(s) involved: F]C—;

Protocoliﬂmdmnk_ﬁmtinq mm_
Reagents:

Procedure (with applicable notes):

Dwdiont shreadiog 0/ jugr LR gaies

0 oo 1o ol S
- 3 doudes,

Results:

O

Location of product: Woym £oom
Label on product: R ¢ ibtilis (0B

End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NoD




Page

Date and Timezm Lab Technicians(s) involved: *'#/ /M
Protocol: L. (ulhure AE

Reagents:P s, 16§

Procedure (with applicable notes):

Maje G sm Liggrt Colbyes (oo ankhlohe) o Bogyes &

Results:

Location of product:ﬂ“"‘:""L floom |
Label on product: P sub /L% 2%/ MwMer AD
End Notes/Comments:

NEXT STEP:

C)\’maw T &M G

Continued on back? Yes D; NOD



Date and Time: 2 piw Q/E}g_//tf
Protocol:_(ypaeme Tyl how
Reagents: (GATL Gen  Bloedt T it

Procedure (with applicable notes):

Page 23

Lab Technicians(s) involved: ﬁ:fz

i
Y

12 e ‘)\[A L g ’,‘({%6)3 ok B sk /G&Cu[‘}v!\o
TUO?) L”“FM for jllov'?_v , votlexed Ariry KOIM/\

Results:

q lOf)u‘ L du L‘(W& L Pr.‘mu\f
259¢, 0 ()ﬁrq

Location of product: ?ls~u g 20

Label on product: § Sub 16k (oome Eluhgn

End Notes/Comments:

NEXT STEP: (R

Continued on back? Yes D; NoD




0&"7 ouw"'_

Date and Time: 2/ 5/ (4

Page Z(F

PCR
Som Performed by: 2% 5? 5, N, AW

Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer Q\ X pastec mix Feom bemde Bioteck

ANTPs s mrcsdorm: %

Forward Primer B&l.§ # 45346 349, >(vn A H dg3ch3 32 , fec 2 #453£6350
Reverse Primer $GLS 4 453663 w3 , Xyuh & a5 344239, Yes2 4 9536635)
Template DNA Gansm e prep {-}ow.pqa? ELU Tlow/1

Taq DNA Polymerase A xmasfec m, > vial 1

Nuclease-free water ol bio 4,0

Procedure:

" M% ir( "/
| 79323

{-

0 Pevelss () cvery 4+l Mg

40"“—/

Ll ¢ o) Pf‘ mers

CJ - no i"c.mef*k-

Z‘-’\/ESZ.
A~ wyn A

5" heis

Symbol on lid | Content in PCR tube

Number of cycles:
Label on product(s):

Temperature Settings

Denaturation

Annealing

Extension

Final

Time of completion:
Location of product(s)

End notes/comments:

.M)‘fccamf/ﬂ(c__) fobes (clbelecl = Dot tebe tacl Ao by Howiliel zcboa NS __z/g/’
%

NEXT STEP:

Continued on back? Yes @; No D



02 - [Owm masteemix]
| wm template - 745

] M esZ forvvarel
| we Yes 2 Rev

7u0vm H9

90
OA4 = (0 m macterpmivl
| wn femplde /}Q\“\A'
( oM sy A Fuel
( i A Rev
7 v P/QO
7o

ng [ 40 Praghecvix |
I wm template &7%\ S
| um byls Auet
| wwm  bgls Rev

> wn Mo
Z

Y l)- 6 wm masterm!sl

K Q:) | erm I»en’/a.:‘e’
>/3 o9 M H20

Az - lowm masterm!x
Sl %QS?

e 2 Puce
lom YesZ Rev

QA -~ 1o wrm maskeemiv
t cwm Xyo b Fod 7
| M ’)(}IWA' Rev
3w o
ae
(06 - lowm magdec mix
L wm bols Fuel
Lom bl Rey
X can ‘0
Zo



Date and Time: R/6(¢ 130 pm

Page 2 S

PCR

Performed by: 37, S V'

Reagents: (customize the list and include volumes and concentration):'

ThermoPol or Standard Taq Reaction Buffer

dNTPs

Forward Primer
Reverse Primer

Template DNA
Taq DNA Polymerase n.é\;\‘
Nuclease-free water . 535
M
YR
Procedure: N Qs
RS
& <
SR
L
g
On ko Fowas cherb on Measter mx - | »
Gld T pet hateust &S feff in fhe cottfaner ntd ¥y
Symbol on lid | Content in PCR tube
. PEUAS
Qa5
sV 4
O 7~
Temperature Settings
Denaturation 9s°¢
Annealing 60°¢
Extension 7)°C
) Final 4°c s
Number of cycles: 36 Time of completion: )L30 Py
Label on product(s): Location of product(s) 4% freczer

End notes/comments:

Y Bu TOEM Po0L Gremthe 1GBM 201 blder af 20 al

NEXT STEP:

va\

PCR predock on Gel

Continued on back? Yes D ; No m



Date and Time: 4-5 - |4

Protocol: Qgp( PE;ES

Reagents:

Procedure (with applicable notes):

Page }i

Lab Technicians(s) involved: AC‘J

S5DDmL DI waley
L)

8\003 LB Qo

S LQ
S LB Amp

S LA VYo
< \,.Qb CAovo

Results:

Potest

Location of product:

Label on product:

End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; Nog



Page L/

Date and Time: 2/ 7//4 (; pr Lab Technicians(s) involved: ({B

Protocol: {:'ﬂ?l Cleckroghees. §
Reagents: Jgnow TAE, Ge/Grn
Lib [t VAR -,}?f-:f"%-i') '

02,04 05 X 32, 3% 12, 11
Os

Procedure (with applicable notes):

’-LJO{(ZI E( R .'pft‘d«(!h 3 L'O(« Sce -
M 2y GG 0 .
N s A A
/4'0?6(260 bul POR product fv:; 72 (,/ ;;L! 8 in Pekbros)
! - ‘ M G’( ook ', (/( P .
) N ke s (o,

wyl .
Vil 2 . e

.5 7 ' /
Al 196 loglg - o teng | enc! )5l 146 lacig ).

&y 05 P

Results: P

Yaconclsive 3 The oK Gelron Uxd wes os svyrded
e clﬁ%vwmi old wd s g0 bad Th beuds ar pered /bly
Cuny ewn Fhoessh He COCq amponyc o Lyt M,/;j wis o /el
A peiue will b ofledkd do Temspae ook B hieis

Location of product: H°C & tezer
Label on product:_5(G_2/5/1Y ~x CZ,0A,C5 0Z A 05, x| »?,<3
End Notes/Comments: /Zeer

NEXT STEP:

W3l o
ol ) A Cf’ B
. Ko mgl ., TR | kojep 2 O7N€
~ | = Icbl,
< }: 7'.(0'._9,,,_. =k Jpov

S
Run PR Peod-ds >, %2 x2 ; Rerun TR erafueds OZ,O%}IO

S, 02,
A

Mate—= Continued on back? Yes D; NOE ]:‘]SI



Page 4 3

Date and Time: 52 / /" O Pm Lab Technicians(s) involved: < B
Protocol: (~¢ ()f,-,» Lo phedSy =r
Reagents:_[\¢;; ¥ ) der\

| ab Lasdi? | 2P b E&U’,}l

\i X2 x3

Procedure (with applicable notes):

~Cindmade |9 (//ﬂ"oiw’gz// qc‘

' Mw‘f{ +Hre X1 X 2 nM K3 f‘ QO”‘ Htacf‘cwe.f tohic e meede 2/5//9(
‘A cx|n.m [’\MJ( /on wy (*yL (m,,\\-& Mzu\) i Lancs 3, Y, s

added [, Sl lbladlr fo lan e ond 1Sl skl + B gul fondliy oy o fo

4 .
Y fU’j}‘ (awe we weent sive which lao(&(é'p" wo/ﬂf‘/ 5«’-«‘14’4/

fan gel i TAE (X by st ooy S urkhwe o+ ¥5 S pen

”tf’a.-"c‘.‘\’ A g,eumﬂ o / ddr reat wee A

K \aheliney  sqgem S
g 94

Results:

Cu\ ol - st

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page &{_

[n
S

Date and Time: 2{!0;'!/1/ 2:3S g Lab Technicians(s) involved: /.
Protocol: éxz/ elecl phoesy D
Reagents: Lyl [odet BCR peotats

O2CNOS, [T 2 DA TS

Procedure (with applicable notes):

. . 7t ey f'_,g'J
tsed Gel magkm, by myseferpg 28 R

. ?;,Z‘j_x LC\?%/ PW!’ 1-54\’- i th\z 6‘3"(—/ 'vafl-—foﬂ\éfr‘ L;ﬂl Lab Iwé/ ,1',\,,-!;?,{,“/
G )'3 e then (n “f. Ng-f-o“\luz [anes Aol the Y ,;"z.(juc/f s S hown

b ‘uw
.S]}ar\# 2010 prn ok 12y
o- tw«,«?
— 15 IR -R-I\-Y‘la{r, Ceontet 9/,,\.{.\'.)
IR
?i\ 3 % 3\ F N ;’E‘: %‘,
L 4
&.
(2
Results:

2 only ladle ¢hoag )

Hen l"(

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD



Page S0

Date and Time:g / [U( / L/ Lab Technicians(s) involved: (Ré
Protocol: C)C e{@thﬂhgca

Reagents: |\« TAF Rty Ao quoNe,
(elleen 10,0005 (uecC. . dg)”

(osc e ’ﬁ_\ai\‘?h ()Lw (’pu}" '\“)S“J’I\/)
lab DNA- 'IMM“'J/‘ lo ot Y asonb 4)

Procedure (with applicable notes):

Mo 7o “gose ge)  (BOL Tae, .3y By, 8501 GlGregn)

%ll\f&é\hﬁ o la [Ho \add{p o o whed Omoond -
A L Al

2 Irl W/AY%/(‘L(}‘(Q ®64 gC' a&’ l@()'&r

besy b o 4

3 syl Stork 1 o 5% on
I T_ B H 2.5aL ""/J\//e =, BﬂALC/TC
21 5 S al
) : G BmL “1dyp= JpLdye
Z 1; 7 0L
A T our M dve - am Ayg

Results:

Tl l()@d.‘% ()»/(7 MeSF }2{ Sed] ~/ Fle | bb laJoh
Tk loes o (oda, Ay  dwad o Claly  He o g,

w/ovb- 0100 /)b+ p\c(}u,{ on I} /QC \,Lf,,alq(j JD &60‘/’75/4@
\O/WL Vol omg W § Mosk c lear

Location of product: A/ J, 4
Label on product: Ay /,’ﬁ
End Notes/Comments:

NEXT STEP:

M

Continued on back? Yes D; No@/



Page %6

PCR

Date and Time: /fah,of‘l (3 ¢ o Performed by:  Dan -%[La'eJe (¥ Jm- ;'a_& )@o&e *Ii\q

Reagents: (custom{ze the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer D xwa s~ Ak fom Lamed @ 4o, ”

ANTPS _ 2 x p~usbyr Asx

Forward Primer §6L5 » 4506 342, XynA V?J??E—Iﬁ Tes 2 #&537CC 350 T i 4

Reverse Primer SCLS #4594 3y3  Xyn A 15 366431 & ye, 2 <05 3665 5 ? .J;LWJ l“ /1 20727

Template DNA_ (erone pep Loom -; 22 g:.\; 7 in Y
Taq DNA Polymerase 5 x. o AN 1L D nfo W("uﬁﬁ
Nuclease-free water ., i b, Hzv
Procedure:
o eveim Zaeg 2 | 02 10awm maskr % 1 Of = vamokr ria | lUw'/‘"N-f/""x| .
—iis ?Mf‘ A :}‘ n-lf‘[ e VAV Frmplatt (y€$2) '%wmwlucthﬂ) %" %r:;“-ﬂdr!.( B, LP‘)
U e {*U"\”{‘\ﬁ S =h lanm Yes 2 forncd IM;"&” [ 919 find
i g, A Kya A Rercce A ﬂﬂ‘s Reu.
GZ i Meglrap, ﬂA o MY, [ anm yes 2 Rears tﬂh Hev NG Heo
Fanm ez 3 fud| Lo youllll) 1% ann 2o 20 mi -
lom yes 2Re/ | Inmpgrhldg 20 an
v Crma Hrv Bl ., (vaw m, ™. B - ) F____/
_{AFAH Py 5 leh;lSR.J ool . o 5{-1"/:0\ N
= Fambls Rev e O g
d 7_2:'1../& H-" “

l

Q aars flaca
'} Lm

\ S ~

Symbol on lid | Content in PCR tube

Denaturation
Annealing
Extension
Final
Number of cycles: Time of completion:
Label on product(s): =« e A Location of product(s) — - - i

Temperature Settings

End notes/comments:

W®eE - \R)" '
:@\Ng?s - ‘g()&m)mur\ QonEeY okuwa S
T EIEY

Cuwnc\ s WY ey odwnes ofding

L7 A Qane N

NEXT STEP:

Lun \QNWS on “)P*

Continued on back? Yes D ; No D



Page'i

s 2‘\@\\3\' Lab Technicians(s) involved: =\
W O M
Reagents: {_[Z\Z A K . I

Date and Time: \ "} :

Procedure (with applicable notes):
K250 10— DS -
V215004 - 56

QRN @\M\Ld + 4 @ac\

Results;

Location of product:__ (Yo 0\ CCLAN.
Label on product: ¥ 2\50,¢ ~ V, 13 CNSHOA =\ ) ! 7 “dl‘}”

End Notes/Comments:

NEXT STEP:

\M\‘f\\ ) m@

Continued on back? Yes D; N)(;E\



Page 5 2

Date and Time: Q/ [ ([ Froo o Lab Technicians(s) involved: Aw GG,
Protocol: nni prep MW )
Reagents: | 319 1016

L U oo

Procedure (with applicable notes):

Mini e Liv procdore  fllowed
Prbduc,kx labled -
l@ — Fom et ois odt
CAY\O\ %
[~ 10} = Cam 5100
\c,.a\‘:-;@-)\o
Results:
loceied in -2D

Location of product: i1\ mi(m(Qmm%ﬁ,-Mﬁ%”m' lagled wi age - Pl BO)C
Label on product: :
End Notes/Comments:

NEXT STEP:
Try Povble Tronsturmgidon

Continued on back? Yes D; NOE



Page 33

. q/’ “/! / ) VN .« . i .
Date and Tlme:ij_ 3.opm Lab Technicians(s) involved: AA AN
Protocol: ()¢ v e o viniocal wned Foplo & &y

. .P':_'_- W 4 T P T
Reagents. DM % s i7

Fh’,-« V\,»,{,( //D H; D(\\

Procedure (with applicable notes):

f-f/' e, @ Oaline 1) H5 ALPLIL. cell pro Tocal
s

i,f‘;&L_Lo(f_;‘_. ab&vp’}"( gO\M non & &

decl A b LB BWU’\
1 g Ve . 3D I L o,
pod i s-)/"t“’“/ u‘f* Giadfm SV §breake N/'[rf“*’/

linL r)w“t‘n(‘ab L.ﬁ s bt Wi bh 5‘1?4.,‘7/“[ /i’m,p

P(a(Eﬂ( o ‘[\al‘e,— pl,q/‘.e 4f 27:{_)\ W oyt Fovm a,o"[.f }ﬂ/’m
(200 rprm)

Results:
4 7 U _ ‘ o
Tﬁp h{XJ"{V?’ "‘/l | ek het Nﬂ/ﬂﬂl):%./_%.
C(“& “({61{55. ti,m{‘lllﬂ'71“‘¥( pes e
Tl ot Qs )Y
_,,,a/‘ﬁ;/,;% Fraas fore kg
e

Location of product:  Wwrim rae o
Label on product: ‘(0™ broneg S omg b, 4 ¢,m‘(,,‘;“ i f’,\‘mﬂ;’_ e ,"‘“’"" 0 freglge o

End Notes/Comments: . . ofe t
§

Ufed W ==

NEXT STEP:
TH geb talbants, pelleb apd §hfertt Flaregeence v WY bt

Ta o (albarts, r~edo wibn Copp elent C"ﬂg
Continued on back? Yes D; Nom




Page 34

Date and Time: Q/ 12/ 1 H Lab Technicians(s) involved: /jré y (RG/
Protocol: (Rubit oy
Reagents: Juab-i+ dspys BR

A’&Sa\f Wiy L Migipeep @oducts

1O Aw a4 A (Scom Pland

boe \n -20°¢)

Procedure (with applicable notes):

e Raro oF Dk Sample wl be ch‘ @ Tn-'*“‘“'”\{ pox DNVA Sl opvong
f Shwduds ‘n PCR v beg
/"laolq a Wf‘*"% solvdion % Qoo AL hemsbere o b Aupk Fobec

Mude Shndords | &2
= ]q(’),aL wofk\% Solwion w/ LOpl Stwnd ard

M“AQ Drup splubrons
TH86- 190, wocking Selvtion w/ Mel 10 Aw

- \qq/‘L u\,o(‘(llv'/]:5 Solvhion w/ /,(AL()L' /4"\/

Results:

OH Aw A Ji?—#va-}mﬁ 2% 13 /mr)
O M > ety 214 13 m ]

Location of product: Plag m:J Box =90 Qre ezer
Label on product:  OU Aw a1 |0 Aw
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; Nog



Page 3;

Date and Time: H\S e\, 2 //2/ & Lab Technicians(s) involved: £ B

Protocol: pla\e s¥realtjny 33_‘/};

Reagents: ' ic 'L\SOIQ,’_’
21 40O

Procedure (with applicable notes):

T am {eyﬁvﬁ wheer He P“/h abee are regisdont Jo whot T id
govys tey are g sbnt o, ‘K—Q:l‘g'lce;?;(*\skom\(\ ke resistant s CRloo
and ot % Amp ar IKam , K 215 OO shonldbe ey 5 fant o Amp, butnot
oo or Lam, T olreaked gach part pndo an Awmp, Kam , Chils ro andk LB
plate fofert ol possible condrles  Ploced dem iafe the  s0m ooy

O era Lj AW

Results:

(“(’Lw((& %M 1(&&{‘(}// )Dvx’" wfony ﬁ“/‘—S were clone G YA S

o wod LB
K ’L[ 5—5 L” ‘lz(,ﬁ/ [‘alonr.!; Ot 04% A ~ 'y
K 2 X ouv4 l\ﬁ/( fiéah '7\?; Dee q,L[ H,(/ [bﬂc:-

G 3 fre s fo all weLaie ,(
I+ e Yne 'B‘S‘ﬂjﬁﬁm ce\ls.. . Nokdhe gack

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; Nom



Page g_é

Date and Time: 2/12/ 14 9&4@ P Lab Technicians(s) involved: o F
Protocol:  ¢lycepel Shwcfz AW
Reagents: chlor, 1o

utpacllip

Procedure (with applicable notes):

3 bhes of STml€ach of YwRASOIO  mustce A3

Bubes of Sml cach of +AFSEET  pessnnce ¢ g
YANS o

nggbettng inthe Stvplate
Tké} ae i Hee wamteem as ot F30pm

Results:

TBD

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

mayief

Continued on back? Yes D; Noa;



Page 37

Date and Time: 2/13/ $: 00PN Lab Technicians(s) involved: J£

Protocol: Ay b, = Prgest Al

Reagents: ’ MM
mx BT Spl I

Procedure (with applicable notes):

Wedi « Soul ashiton dyest | 3 mpleral L e N 732,

~ %.3lul DNA (/.uj) K215toy ~plasmid thef wag et
- Sl NEB o 20!
“ Jal of ¢ack wz,m' (Y841> (S,‘Del-)

“16F ul petc wates
2. P{aa,( pa Ao't W‘U[(,( l"‘/‘ @ J?OC /Cf /A/ (7.'35)#(3;35)

-NoTé- no  contioly wers done

L

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page J¢

Date and Time:_ (/" ({’()'—[)_) Lab Technicians(s) involved: [eue\ sthne 7
Protocol: A, .~
Reagents: ~

Procedure (with applicable notes):

() %L’M— A B UEUR £ 204 Ayer K AL hoct-red
[woml G

1) ke clart Erylnmy <
+lesb o

\w\?\ uﬁﬁ Jislas Stoch, (oo~

W) gpeeed on Jshes

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page iﬁ T

Date and Time: 2// g 2 2§ Opers Lab Technicians(s) involved: 7 Eﬂ)
Protocol: e ak iy A
Reagents: ~ G

Procedure (with applicable notes):
‘%w. Kzlg{ol-( y /\2 “Arp CE5 /"w\*F
§"’Mko@& on - ﬂll P)(/\}? L\utwe Z\v«ﬂ /uol }}\gg Q___/q/&r

SO we c}@(j /C(A.M/ C/\/W @/‘J’Q LB o~ +lﬂ.\5‘ p&\.rJ’ (SO(J‘OQ
"“’P’w{'fc&), Ayodm /\me sl has Fs be clora

(‘C('OW\ IO\OCK («1>

(\)(md e~ in e Worm room

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Make me plates

Continued on back? Yes D; Nom



Page _4‘_0

Date and Time: 2//7/|4 oopm Lab Technicians(s) involved: 3§
Protocol:  Amp Ip’n.\h:’} Sy
Reagents: '

Procedure (with applicable notes):

ltmude 20 yh&fs with 1L avﬂyllz'(‘(‘lrl/l ft?l‘ I me. LR bioth

Results:

Location of product: The pltes are soh‘ﬂ{,’;:"/y on the coonter b:}--ch white board
Label on product: !
End Notes/Comments:

NEXT STEP:

V“d?“{,le Pla‘}e; T the mm)%

Continued on back? Yes D ; No D




Pageé\fl

Date and Time: 2:00DM 2 [25[\ 4 Lab Technicians(s) involved: M&TMM
alygaolShck

Protocol:
Reagents:

Procedure (with applicable notes): Q,\_\ m 1 OLV\
\NDYID B0V U Groed Nt o M eciee (S L)

Eo\od\l\br\\o Midiac (BAS m) [ Ojueaol (5

otk = 1S VL ADYa Olucero)
il D WL \\% v culrusk

- Cd\.t. m" “\CS-}"
-f’g(_,s\\ i&n MeSs 2. - mCMmrv\

~ELA\ pBBRA —wes)- %@P VSV

Results:

T w -0

v

e —————————

Location of product: G(& ), \

Label on product: W™D e\ Y
End Notes/Comments:

For S iver Uu\bp

NEXT STEP:

_—

Continued on back? YesD; Noﬂ



Page 4)

Date and Time: 2-25-/% 830~ 710 apm Lab Technicians(s) involved: Makt Morteasen
Protocol:_Lig vl Culhye e
Reagents: Kenemarin . 18 Broth

FBo = KI75C8 B Ba - K If75 004

Procedure (with applicable notes):

Mede 4 Eml oo~ LB Yoth conice] hbes aF Fouy Iml  Kans myacia

for egoh hye oF beulte

Trocoldbed o % hudes vty BB, 1617502 § from Glycerdl stock gnd Y Wik, BB, _ 175005
from Qiy(/@'v) 5\‘0&"\',

Lefrin wWeam rpom @379 on g 200 ran shoke phic,

Results:

Location of product:%éf,}{ m Rwr'h )
Label on product: 7502004 Mwm/. AL 2-26-14
End Notes/Comments: !

NEXT STEP:

P /qg’m o I&@ Ia“w'\dh

Continued on back? Yes D; N(}g



Page "|_3

Date and Times.cd= )& = 1t (77 45 pm) Lab Technicians(s) involved: QIU#UH Gﬁﬁuﬁ'\-{

Protocol:_[V)ini Rep , M@TF.NQD’:’D
Reagents: 3 L A.CP\) S

Y2 N8 P, PE,

Eluhoen _éu.-%ﬁ«

Procedure (with applicable notes):

The pulels w VESuSPRﬂd‘&d in SOyl Bu%—u Pl ond Hrowstd
o o eeicwcenifugg Mor, 504! Buffer P Lo addad . Tuw tule NE VRN
4 hmes, Added 35Dyl of buﬂ’-m NI & wverded Ao dwees,

Tha dudaes  LosAS aveiked BAL bmas. The syper nerant  wos
aoaed Q\Qpre B SO0 @umnt, The  spin clumn oo wadaad “‘—'—D
wn STD | 'B\;JHM PR and Cﬁﬁ‘\‘fiﬂ;.cglc\ R 30-O s and

oMS cox @ g "ﬁ()\:o"-\%\vw(ﬁ‘\o‘m '\’u\/)Q_ LOQS kqu\wd»
by adding  FSO4) Puffer E. th\_h,mam for 30-LOs.
Te 4ube wos ®Y  stand Re  win, Ploce I PN

Qi in o 1Sml micwaa gt ise, e DN was,
cduwled wdhy SO E\,\/Y/%M E%N(;\;\ ¥ $5¢ \'min,
Q((\M\d Q& \min

Results:
TRV
Location of product: —-4 '{‘FQ{’E ey 1N IQ\[\ /

Label on product:
End Notes/Comments:

NEXT STEP:

G\A\i\* <k /R\M\ C?Q/\

Continued on back? YﬁNo D



s Selel
Y\ S0 )‘Nﬁ%ﬂ portsS AL i e ped Lyoon 4 difkyent

Mo aantnkog tulaes  ped e+



Page #4

PCR
Date and Time: 2~/ Performed by: MaH Mortensen  fnnc Cw\/«;
Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer NEB QE Heyl, Fed, If',, AX nasler rax

dANTPs _[nusker i | 12,5 L

Forward Primer /() '!(,\mﬂ, (PL'P Fox ) { A%

Reverse Primer_Roy come Row Xy (FCR Fou ) ) ) 5ul

Template DNA_[y Suyb sppl 16¥ Copporne. Teolesiin prduck {: 23) VN

Taq DNA Polymerase [ a,.; by ,m,\]

Nuclease-free water J)w 2.5,k
Procedure:

4 fubee dene v/ the abwe aix

Neatryo | ithout F”’"OQ; HLE rrore wale,
Negahve 2 o/ Tomplate DNR ¥75 minc vestey
NP%CNW 3 /0 Magler mix “|2-Bul ore ypten

Symbol on lid | Content in PCR tube
X l Ml\p‘]“ Gla-f(,l‘-'pwd EIQW‘C P"{Jhwk (
¥ D — rep 2
X g M fen 3
X4 - rep t
N1 Nogohve |
/] N 2,0 bve 2
N3 Ncc,q Kve 7
Temperature Settings
Denaturation 1
Annealing BeL &2°
Extension 722°
Final 72
Number of cycles: HX 2-3p-14 AG p My  Time of completion: 850

Label on product(s): Y| mQ e Puduck S Geapne Location of product(s) — 20 PC2 Boy

End notes/comments:

N %l 15 baing clone on Hhe L Tode s

NEXT STEP:

Pun o Gel

Continued on back? Yes D ; No D



Page D HS

Date and Time: ;2—:]51':[ Lab Technicians(s) involved: QNN 0 Gapue U
Protocol: (5e\  Elechopness Maibhew (Norensen
Reagents: Lmqu Dye  OX

Gel (ed

Foanwse

T8¢ (X Bufec

Procedure (with applicable notes):

6% off O\%ww%p— oe  odaed  ho SOl of TAL v CQS\%}\
loces 2 3 M 5w ? Hoég:'\eu
Nomia|[saded x| wal| 2 x4 \N& m N%@ fopiect
i d L g \:\T\. Q\sj{_\.z\\)\i !HG\\‘\E%)\\\\‘E CCM\S *
YC@\\&Q@O\& o ©
e ¥ B
o : C L ‘\\\Ok
PR ed o VR Gsed for 0@ wos ne QLR AR
Results:

The Wonds  foe dus Xge® g wee 2 (00 ~ 000 Ty
WU L negedR {or e X B s L %eps. The aecedt

CatVR\S  don® Showe ot dle potediee Leas  dowa co\fved\\_a
s wdieaks o o s prewl em ., ‘

Location of product: |\ / u
Label on product: l\}_;q
End Notes/Comments:

NEXT STEP:

'/")\éautm(* with  nawe pawars,

Continued on back? Yes D; NOD



Date and Time: Y4/1

Protocol: g g4l

Reagents: 1§ hein W)

Procedure (with applicable notes):

/4

Page

Lab Technicians(s) involved: -/« s

‘\"‘-\1 (\\M’L

Nemen/ ) Wy L6t

\

3 [ L WY N

Results:

Location of product:
Label on product:

o ok

Lhbejn — et Mon P\/J‘\("

End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page 47

Date and Time: 5{ 4 /i N y Lab Technicians(s) involved: Zucln Bine
Protocol: liqumid culhe amllee wffern
Reagents: LB heth, M,Jzu in,

Testshnce K 218 C)iO
K2i8104
(MC/\(\*\E«\\:J

o
k'D_\S K‘il;[oq v
Procedure (with applicable notes):

L
Cﬁ?u\\‘c JTW‘-J l((/wu,\ CU\U‘WQJ ;Pq, (f_u-klr\ rnu"r 0%»./1“'\ %“M

pesmbeaciind ) (e oflercAth amp. e b
MKOW“L\A’MW\ : 9(DW (Juefrvl‘y*\ﬂf-i/\ .37'56‘%«

PM‘HV\ ot C(‘L{jp"\

Results:

oy . . .
w WGy S'b\(Ct"bJ\hr\’/ btk |f’u\;'.$' Grews cn camp,  non greiln ¢ I\IU’U

Location of product: oG (conn
Label on product: L3 J'\w_\?f‘“ part (Fe2islou o feASoic)
End Notes/Comments: ek )\o pex Fsder atthon 20 Aars

NEXT STEP:

Continued on back? Yes D; NOE/



Date and Time: 23—~ 194,

PCR

Page B¥

Performed by: Matt+ Mo tenien

Reagents: (customize the list and include volumes and concentration):

dNTPs MM

ThermoPol or Standard Taq Reaction Buffer VEB Q5 High Fed: f.'r,;,. Ay Mas ber Mix 12 Syk
Forward Primer Fuvg  Raglk (PR Bex) [ED
Reverse Primer Re, tcnq rev Bgls (PCRBox) )25
Template DNA B-cub sub 16§ Qerae i5olohin rochat (.'P?J“) T
Taq DNA Polymerase Mm ’ =

A6 nl

Nuclease-free water Pe, €

Procedure:

Wegahivg | a0 Poingry 2501 s Waler
’\/Eﬁghw P ?cmplc,u DAl *-X-;ul-e\-.lm waler

Negahve 3 o Magker Mix, + 105 L exhe WHor

HTubee w/ mivture descr.bpd am (25, L reschiony)

Symbol on lid | Content in PCR tube
B1 Mixtyry Degepbed in ’?Eﬁr:??n-"f $echen” f‘??'f(afep # |
32 g THY
53 ; 83
B4 : THy
il Negarve Conkpal %1 No Primeys
N, t " #L Ny Temp lale DA
N3 L "3 Mo Magler poy
Temperature Settings
Denaturation q¢
Annealing 67
Extension 72
Final ik

Number of cycles: 34
Label on product(s): E@} s PCR Prody t/ives v

Time of completion: T3040 Y4-5-
Location of product(s) PCF fox. —20°C

End notes/comments:

NegeHoes Con e TRmmpacc ”\mwn out once o Cel 15 Fn

NEXT STEP:

Run Get

Continued on back? Yes D ; No D



Page ﬂ

Date and Time:_3fsjj4_Siw Lab Technicians(s) involved: (Javd Sebhroeds

Protocol:_ruwipref =
Reagents: [ols [1¢}ed elfHC/ S ES

l’_\LIvM of o {\m!u_.cf S}.m-_gjj

Procedure (with applicable notes): .
Min erc@é& ?fodwl- feum post H7, Sellowny prcedwe on pg 7 of
L cM Fﬂ)bc;o[s,

Ten runa ‘(,\e._\‘vlf'fc n 0'1?,24)*- Q\(O‘ng Z“b Res L/“}&V\ DL?‘”JZ)A /"7//‘T~’-~//

b 7 DA, ()HZO/ NEB Bw[‘p?f% Xbo. l + Spe l[’U“ BSh, its NEE)“ »In‘:‘ P"”—WJA[}

n He Hermal L'yc(cf(?)"c lhor , €5 ¢ ch)m:/\) ardh  Hen —20%C Lrerotor
Sornge,

3¢)

\
) : e~ S a / l75 )
- also cfeml—cel 'llq,vtlui c;m(irort’a for Po{h JO4450 (b‘" res) Rl 7500

i Dy O }
( kan res) ( 'Fl) y and c\\(c,wv—ox‘{‘le"" fo G oW ever y\lﬁl/\\}'/,« 57 C rodm

Results:

Location of product: !.‘gth il e i sl poasa. i Inipmen Bt Sn T okt (_ 2% ser)
Label on product: 7 l
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD



Date and Time: 4-5~ Y 9.
Protocol: Li¢ g Culhyre
Reagents: |£ﬁ7§0)¥ flql. Keam )
LB Beop],

Procedure (with applicable notes):

Page 5O

Lab Technicians(s) involved: Mg#)pw Mor srte,

/&Q NG, (:_,ﬁcve%

I/ Fogapee 3 KI7P020 4lheg

[5mL)

Results:

Location of product: We, m Keom

Label on product: 21/ 76028 [

End Notes/Comments: FJ{‘ Hea lg (Spqw,,(__',.z,l ¢ (lee o ppofp

NEXT STEP:

/\’Uq.‘:r{’?

Continued on back? Yes D; NoD




Page 5

Date and Time: 3~ 5" /4 10 on Lab Technicians(s) involved: Mq 4 Mortense,

Protocol:Ge| Elechoohoresss * Gel Extctis, M_Gjm‘zy_ !

Reagents: PR Product o 4¢

Procedure (with applicable notes): |% Ce |
L Bl B2 = hedber(4].b) o5 Ladler+ .| Logoh
—_— ——_— — Qi -,?tF ,V_I _N_l_ ’_VE. gl'q :PCRQVP“‘QR; . jd@/‘ } ‘OG{}% DV€
Ni-2 PR Neg akiye W(P‘-P&’\) ” ;f ;&”‘71&81‘ 2 Lo‘:d.ns D),e
Sod 2.8, L Ggljree,,

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Qe

Page 2.

Date and Time: 6 5 - \‘j Lab Technicians(s) involved: QMN& Cgﬁg

Protocol: GDe\ Elechnpnoresi S «+ Gel  Extrachion e Xyt M«mﬁw_Mum_m 2
Reagents: Ge)Green
Gel Exiroction Kif
Procedure (with applicable notes):
Lones “No neaive  contrels LA el B wnis g
\ 2 5.%'_ Ly s b 23 B was  alreddhy dewt and  YXynA chad»\
Ladcee o v * 8 ConQem ad
x| Xa XS

XELT I mg X2:20%6mg X7 107-Fmy Yy 13 5.1mg

iy, . 627, L Bot ul- 70 5, L

29y 09 167 235
Results:

Location of product: go° ank ragfe

Label on product: ?qum &Ww—F——ﬁe— Poecleed PCR Pro duet

¢-h-ly

End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page 7.5

Date and Time: 3¢ - (Y Lab Technicians(s) involved:: N ,f‘fr‘;'g,r 1no

Protocol: M s in
Reagents: Opiien $0.0 tvipsey U
[ RIT502Y s8] '
Suv ) Toqubo
Conlhrg a,"w

[THciy

Procedure (with applicable notes):

3 XUk Bl culey (MWM Ag)
LXI0Hes G aus (75000 (2B/0§ )
Prefeel follaved as wnpte,

Eluby Poflep wed

Results:

:)) 50 ub Zluhing

| Ki7507%
) I uuyo
[ Knrsou!

Location of product: Plagmia fox ~20°

Label on product: <oc. Lt nme 2SBIKT  Plasa T l-14 Mym 553

End Notes/Comments:

NEXT STEP:

k”75’02& o Seguerning (He,,’(c[)
T + |1 00l fes Doy

Continued on back? Yes D; NoD



Page )

Date and Time: 5/ ¢//4  $.00 Lab Technicians(s) involved: [) .| 5. Lio.i~
Protocol: éel e lecdr plerery Zecln Birner

Reagents: Pacds : K 2150 (O
k2§ [o4, KIn Suo, Tog 4

Procedure (with applicable notes):

_AQ\\(A/L‘){(W\ ()s‘l,tq
=
L e — |
= | Maddor } 7
N~ i 2
p 1ol D } §:
N l (<3-| w e L‘ 2 = 3
XA i
[ 1“=isi0y _ ol e B Tlepe "Lloate) owZe)
\o /\» e X
() 9000 j I ot o P 40 Sl 65 e Lo
| TF o4y 50 = ' ‘
5_ l T L{L{ l(’(}d‘)/'\) M'“ - S‘}‘fﬂ’\p(,{
.
Results: /
sed | ——
‘ \/ kugew ~ I
(fufwl / L‘J"“-’cf"c“f""""'-“( [ hugiva ~ 4530 |
aAr I, . & F.(.fuxfy i/ Py o
1‘}&.@!:;«\:{1’ I '(" Toquys, /
L{f g e/ = _ _; B

[r\, 2.4

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; No D



)

Page
Date and Time: 3 [ 7/ [ Jolm Lab Technicians(s) involved: Porsel J o)~
Protocol: (. ..l  lurv ot
Reagents: juciy Katfuo; niifich

Procedure (with applicable notes):

> /"‘l/\j/;{{? (fﬁp(—ﬂ,ds (L\&— e +€$Y(l\? +L)§ Sy e !‘t)*({b lon Jlﬂr{n '{4\/({ﬁ/ L
W (N /’f‘CVIVMS //'“}L)

AT

Al f K5 gy

\
g 7 H\AQ(‘\{)
\\/\1,\4.\0"\ IlI
| Voo
\ ." |

alaf

Results:

gw ue «flfk“o"\«(\'\(’/
‘vawwc.\/ \'Lf,GO/

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NoD




Page gc
Date and Time: % / % { Rk ngfm Lab Technicians(s) involved: SOS.'CM (R.'c QQ
Protocol: LM’ ul \dvre

BJ () Gear;g
Reagents: LR broth
Ameic\a (A

Chloe mgwicol I(3)
[Ty ch beX I-I)
TmpLBRA_K 215104) ((glyeol shock box [~ A)

Procedure (with applicable notes):

Mahe 2L L.'((.,.'J cvldves

coboe | Cuigwe O
I

Sml LB beopy SmL LP &ot)
(OxL A"’f Jul  chlor
Pomp  bedvia

XynA

- Incvbated of 3T m.m;ykf on  shaker plate.

Results:

Location of product: Warm Roowr 00 shgler

Label on product: K6 &I R pump  ar xin4
End Notes/Comments; :

NEXT STEP:

M;ﬂ:loflﬂ \Lw(row Ma(m.n]

Continued on back? Y;ﬁ;’ ".NOD

e,



CV, =CaVn

Aﬂ\{ AS'OOOO,@J

Z2)(v): = {oong, ) St)

Vi= ol ml = O ul

)=l 5

V= ool mLz lﬂL



Page 51

Date and Time: 3/29/ Y YiqDam Lab Technicians(s) involved: ‘R\/m’] Geo@e

Protocol: My -pep

Reagents: (-'!\H}").fq'h-* cullves
o5 ¥ph ol _ouep

Qulwsgn S¢:n hninprep ¥

Procedure (with applicable notes):

Copybosd | ml of xpA wd Oomp
MM Jo ea% Fobe 350l Db 2l
M oniegn DDl (57 P

b e3-xd e (5 mn ot Do0o RGP
AWL{(}@ SP0 colemn - Cepyr. 7303/0(:3(0»'4 Flow thee

MJ 15 mL RS54 PR-
CM}*’; lm/A

ol (S@-\- Sor 3 m»’\\S-)

260 L BASL AR

A’dd O ml \%ug’j‘(/‘ PR- Conger! ?)O;/ Aoscd Plow tho

‘?V')- Caclnna Mol vae do - c’(d(} %/aL 3"8/8” EB, l[((— 5)41.(] K’Vl./)l Wik

Results:

Location of product: by 119 & :'JP}@; PNk rack

Label on product: G 7. -f-(’&’/‘ﬁ (]()um}f? 1 XN

/.‘}

End Notes/Comments:

NEXT STEP:

(Lobx DV oS Comton

Continued on back? Yes D; NOD



Page 54

Date and Time:_3 ZU/E‘;’M JOHO P Lab Technicians(s) involved: Jac [n YV
Protocol; l}(;,_u:-v. Lo MW
Reagents: L6, n~pectlin,

(25010, 205 10U

Procedure (with applicable notes):

e (‘/‘@x}c‘vp //Z‘vv/ ('-VLI)LWC/ O(Q He fwk /W[lej qéovu}\dwvﬂ

et [1§ b N

\pu\é' -H,c,,w\ (A PN DO (\27&(’)

at [O:40pm

Results:

Location of product:  luwr oo~
Label on product:
End Notes/Comments:

NEXT STEP:

M| (,ﬂ-’\’—ﬂ /pel

Continued on back? Yes D; NOD



Page 59

Date and Time:_3j21 /(4 Y- 3™ Lab Technicians(s) involved: (), §cUna"
Protocol: Ml arep 2 cdh Borne
Reagents:

Procedure (with applicable notes):

— (DA{"AVU) L“'/‘” i 58

Results:

Location of product:  Fria, (- ~¢¢)
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NoD




Date and Time: 3/2_{ //ﬁz

Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer NEB Q5 {—/(qA Fedd |, ﬁi I Master M

dNTPs

MM

age (20

PCR ‘
Performed by: /4 AAGy é o ,\J SOQA |Levexgnei

Forward Primer [ uol Beals  (PCR Rox)
Reverse Primer ey comp” roy Rals (PCR Box)
Template DNA_ £ sub sub 16
Taq DNA Polymerase (M
Nuclease-free water {}Llp C

J\._»jmm_ (soledion peoduct (% 32)

Procedure:

U@S&M
U)wh\/e.

no Pamys
no Template DA+ 754L evla we”

Maﬂahde 3 o AMesketfic +12.5 4L ot goater

§ Tuoes v/ mixkue described above (25 4 reactions)
t 25 Al gutin (oot

Symbol on lid | Content in PCR tube
Bl "Mivtre desteled  in Rements Seeton - ceplicate ™ +#(
AZ ; 42
B3 i "# 3
o — 4
" Meaatve (o]t #] Mo Primes
HZ « « #7 Template DNA
N3 ' " # 3 No Mestudlix
Temperature Settings

Denaturation q<

Annealing w5

Extension EP)

Final 7D

Number of cycles:

Label on product(s):

Time of completion:
Location of product(s)

End notes/comments:

NEXT STEP:

Continued on back? Yes D ; No D

Y
/2.5 wt
1.25 4l
.25 4L
VAV 2

2.54



W)
Jsi- LeveeANcE

Gel Electrophoresis Name:ﬂ&ﬂ&ﬁ’ﬁ‘dz.%

Date :
Time:

Results
Gel elekaphacesis  shaoed it o PR coas 8«9&?3@(/.
Al{ «[7,/ DL ar  repliafed Shoett  a  bend size oround 732 ,6‘0,
Which TS e expectedd  dte of fhe 631 3 gene.

NEXT STEP: %{— (De( QX‘IT?‘-C‘HO/\




Page

Gel Electrophoresis Name: Ama, Uitt, ]S;Z
Date :#21( f‘f

Time: Z-I5 pm
% Agarose: _|.00

Lane Reagents

No Reminders:
1 Y pasid
N% MM" | Add Gel Green

2 NZ- N\" ; | Add Loading Dye

Ten

Run Red

3 NI~ No

Priner
4 led |
5 R |
6 B2 l
7 gl |
8 |Ladeler ‘

Reagents used:
« Loodin d\}e U,ql_)
s Gl awl
o Ladder - Quikload 7.0 lkbp



Page W|

Date and Time: 2 - }g)—'\l—' Y '.\Opqy) Lab Technicians(s) involved: QMMQ (igzvgq
Protocol: (5p\  Extiyaction Jogy  Levegpwce

Reagents: Buigea (el Exdveccion it

\<npmp&ﬂd

Procedure (with applicable notes):

Weignis  of dogeg - B2 B2 »32 Bd
b (9  Lowz 00 [O%) .05

W/ DNA qel liz;?? .29 .37 a2
ng) Hzen 1294 137 1339
Anourt of L,uﬁe(x% 3p0.0  29%.2 3951 yol.l

oy e,a(

Results:

The - DNA  was §'-¢”$€.&93-3 B\ aded Qo M ot .

Location of product: 7 2. Rox

Label on product: Ba\q preifed P Ak
End Notes/Comments:

NEXT STEP: s

z

/ Continued on back? Yes D; No D




Page@
@

Date and Time: Y22/ 14 ”:%Fm Performed by: R\fr@ﬂ 660(‘0@,1.

Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed i
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL. 909 L
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
lthey pick up extra reagent.
3. Take ## and divide it by 200 4.5
4. Subtract #3 from #2_ 645.5
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube@will do; sterility is not extremely
important for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #2 of 200X Quant-iT dsDNA BR Rg_g_f_:r_lt
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199pL master mix with 1uL. DNA
Running Samples
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.

Fomp= UR.7 gl

A= G.H gﬁﬁ/ML.



Results

Sample Name Page Concentration
xynA 57 1,45 mg/mL
%m? 57 U7 pq/ml




Page _@'
(3

Date and Time: ?}/29// Yy 515 Pn Performed by: (R\/a " &org,e,

Restriction Enzyme Digest

- Optiunal Digestion is reached by using the coirect reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location
bS&vr 2l A . .
o Buffer VER ooy -brolorica b"", -20 ¢
o DNA XyaA sy PP MNP D8 (f’g- 57)

o Enzyme Sfel | Xbal (B,'o 202 £ 360 ¢2ymps box
%reew.‘n p[).‘”,‘P_S lab

AMOUNT
MATERIALS | TYPE USED
busber 2.1 =
Buffer N EB crsomry ML
)(xmA ' -
DNA >ya A Y3t | Total Reaction Volume Onl
Shouu/ huve S :
Enzyme(s) |9, xR T | /4, Inl e 106 uL 35 poseisly
Water DEPC 0
Construct a table with this format for each reaction that you do today.
e | VIR Ay Used
b./s&'(f ?.'
@){“V RBde [ NEB cdsmart Sl
D/v/,y Pomg 23,91 T R\/M
EWS) ‘“Sﬁr/ ol InL, 1AL
Wady | DER

_—_‘-_'_'—\—\-
19,641



Start Time of Incubation: Zn C:‘;)'Gf”” < W«

6:35‘4&”} ’%

Note: incubation time is typically 1 hour

End Time of Incubation:

Temperature of Incubation (Determined by restriction enzymes): $7°¢

Method used for Quenching the Reaction (different for different enzymes)

Headk o 26 min ak  (GSTC

Where did you store your finished product and what did you label it?

—F0°C Crez, = q)*)’hf), ><\'L0A

¥ Ne KRG

aren fok rach

NEXT STEP:

\VRun @ el on He  dgsts
Q Qer;of’h \.‘3«3—.‘0/\ ok Fh Fowe




G4

Gel Electrophoresis Name: QXM Ceowxe.
Date :_3/23/1Y
Time:_7%0S £~

Results

Bovh sxuA wd Fhe Pomp wer cocectly digsted
Th X4 he  a bud e P 24b  whach g wnat e wan
LIT9 e bor S A). The pomp s USI bp. Thie 3 & Lund

‘)9/,’ l/[tb’kbf’w").nh,‘s whad  We  waut Su((e/SS{

NEXT STEP:
[/,‘3«&\.‘0/\




Gel Electrophoresis

(? Page @
Name: = g:;’/qce‘)’&

Date :
Time:_7:05¢m
% Agarose: '
Lane Reagents
1 i | Reminders:
Add Gel Green
2 I Add Loading Dye
Run Red
? |
4 ?_,m ¢ |
5 |
S XA |
7 |
5 |ldyy |

Reagents used:

.54 43*05?_

Stork: =54
7.5 pm

Volkge: (oov

50 mL

< TAZ

D54l Gelloregn

(D/hL T&\b. (QJ(}(/ ( Quscaket)

bul X0 A
CORTN e ¢

% pese (62

’/ul oy L(Jad“ns o(Ye

R\ e €ach S(M'laLL

W



Page # é5

Name(s): —(éédz“ Y

Date and Time: 3}/‘25 /4
6“4 5pn
Liguid Culture

Amount of LB used: 5».L
Part Used: _BBa. K314 200 ('fh‘xin I’ cﬂi
Antibiotic Used: PMM/

Amount of Antibiotic Used: __ 3 sl

L,
Concentration of Antibiotic: 30 ‘73%1

MMW Mme/zy&/wmo’ma %&VM 3/96’//7 s

Label on Product: B8Ba_K 314 200 3/25 Cor

Location of Product:__cprm Ao

Next Step: _/zmmj,ﬂmdy Liepn ajsm’.fz.&%uvmmu Lia




Name(s):

Date and Time:

Liquid Culture

Page # 645

Tezeck Sada\(-

A5 /3/14  T7'90pPH)

Amount of LB used: SmlL
Part Used: K—W&“@of

Antibiotic Used: Chler mf;:'}\t!’!:(c? 1

Amount of Antibiotic Used: 5wl

. N 10 41
Concentration of Antibiotic; /“'\1—

Label on Product: NS 7506]  cum Toem

Location of Product:__wewm e @1 Shaker f‘(ﬁ te

Next Step: /"l?héfi:’!'f .




Page # 67

Name(s): &lf!'l th(q ¢

{ [¥)
dostAu  Arctec

Date and Time: 3/2.@_![!1/ /30

Liquid Culture

Amount of LB used: g m L

Part Used: ___ BBa_ K2]500(

Antibiotic Used: c3 (CMofnmiﬁkm&o/)

Amount of Antibiotic Used: I-«.L

Concentration of Antibiotic: ‘M%Zmlc

Label on Product: [{z;gaof L3 &

Location of Product: ua(m Khm 71@&(

Next Step: Min Pﬂ,i’




Page g

Date and Time: %/Zéﬁf{ S >ZOW Performed by: Jah @)'.[r\zf " Oan g’cL\/oejﬁ/

Restriction Enzyme Digest

- Optunal Digestion is reached by using the comect reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page i which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer UE;P) W2~(
o DNA__KZI500 ; 1 2(§ 104
o Enzyme ¥ Spe | 4 X be |

AMOUNT
MATERIALS | TYPE USED
Buffer UE@ 2 .;l KLS'ML
DNA K2156(0 | .S
Seel 15,4,“
Enzyme(s) Xha | 6l
Water DEPC 2Um|

Total Reaction Volume % g i 25/01/

Construct a table with this format for each reaction that you do today.

Makrria | Typer [ Aﬂ
Bl \LEB 20 [25ml |
VA \flgioH _:_js§:JJ L
' 2
%/%71*6 9;:;[ Sl
aker ) DERC 4]} 2 ( |

Ter\l 72 ﬁﬁl 25/14/



70"

v
A4 12¢
|7 9@ ¢ 30
Start Time of Incubation: 6 ! l P
. . == ‘ T LPm
End Time of Incubation: FE e © g0 Y .
Note: incubation time is typically 1 hour —

Temperature of Incubation (Determined by restriction enzymes): Erk—%’ go~*
Method used for Quenching the Reaction (different for different enzymes)

\'\f_w(“‘oﬂ"pw Ué‘_}'Z//"‘—‘?f[’Z/yM

Where did you store your finished product and what did you label it?
(MM (/czrro/o ar 215 00%)/

Ié@‘*{ lemle’{B@X ‘2004 *C/Eezef C tres Big. +inlflal

0‘. (._.,_LJU._

3

ya at
S—kLtu'. 4]‘”\’ -{MM el
= N‘L,; s m.t“ﬁg W # 37 ))

: : (rs Ll
-rl-t.-T"“"')L Y] )
oA porks | "

b am exfro Sesnichs

b ath
44;45‘»—4""‘
k) we w91V

deetC

/,'% VL/OML

9
NEXT STEP: ée(
/




Page 67

PCR Mot Morlrn>n

- . IN
Date and Time: 3/26(1Y 445 P Performed by:_Apra _ ard  Josh Legeoncs
Reagents: (customize the list and include volumes and concentration): <™
ThermoPol or Standard Taq Reaction Buffer NER Q5 High _J’—idf'/{%f L Mustetix 7.5 AL
7 =

dNTPs MM

Forward Primer  y¢s -2 _[-c,mr«_u{ LripAlr 125 4L

Reverse Primer \}U_,,‘ T Mol ,'-; AL 1.25 4L

Template DNA_ 5 gub subs (D Lgenome, isolection prockct (g 32) 7. 45"[( L

Taq DNA Polymerase {4 4 ' J -

Nuclease-free water -Pzp—@— DED( 2.5 4L
Procedure:

Y Tubes o mixtwe destaoed  obove (25 4l peqcton)
Netive | no Pamas  + 2.5 gL octon vk

,U%&-i:‘u{ 2 o Template DA + 7.5 4L ot wathe,
U@}?-W- B he MasterMix +12.5 gL ota g

Symbol on lid | Content in PCR tube
Y| “Mixtue descibed in  Reogents secton - replcate ' [
V2 i d ’ S #2
Y3 ’ Y #3
4 f _ S #Y
NI “ Negetid Comdal FIL No Pamaes
NZ P C #2  Template DNA
N2 g "D No MastrMix
Temperature Settings
Denaturation 95
Annealing (7
Extension 2
Final
Number of cycles: Time of completion:
Label on product(s): Location of product(s)

End notes/comments:

NEXT STEP:

Continued on back? Yes D ; No D



Page 70

Mini Prep
Name(s):_Jacob  Sudet 5 WPl Winglow

Date and Time: 225 gy 3/26/14
L

Check off as you
complete the steps

Procedure:

Bacteria used: K¢ 75¢o| -

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant...................... "f

2. Resuspend in 250pL of buffer P1..... ..o [
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL

3. Add 2500 BULTer P2 ..o e
Invert 4-6 times (less than Sminutes until next step)

4. Add 350pL Buffer N3...... ..o i imioyssn s bvs s s b iha 85800 o e i % D
Inverting 4-6 times immediately

5. Centrifuge 10min at 130001Pi. ..ottt e e e

6. Pipet supernatant into a QIAprep spin Column. ...........o.ooviiii i

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

7. Add 500uL Buffer PB to column m
Centrifuge 30-60sec and then discard flow through

8. Add 750uL of Buffer PE to column........ ... m
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube

10. Add 50uL Buffer EB to column. ...........o.oooiii e e
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through......................... B/

12. Label and store in -20°C for later use

Label on centrifuge tube: [t § 2500
Location of product: Plasiaid ok )1 ~2E°¢C

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Cel

Contimued on back? Yes D ;Nﬁ\



7

Pagep

Gel Electrophoresis Name: Mgk mepttgen  Anne ca,‘,ﬂy

Date : 9/16/1'_-(

Time:
% Agarose:
Lane Reagents
1 \(( | Reminders:

Add Gel Green
2 Y’L | Add Loading Dye
y Run Red

3 lj |
4 |% |
5 M| \
6 N1 |
7 N3 |
8 L. [

Reagents used: f 5wy (65 Gengme exdracted Yes2 (pE9) 15l 43 Loagiy Bye (rerlatechs 3 pogabve, )

IuL. “‘-b l‘ddgp - Sdu'-\ Loailyf\’ D\fe_
Sul. of .
uk of Gel fecd A o |%% 4'54@2 Ge



Gel Electrophoresis Name:
Date :
Time:
Picture
Results
SuC&eCIQaHy 1selated Vaz (qur %P\ - ex"rﬁn ted |

fegahves ac expected .

NEXT STEP:




Pagep??

Date and Time: 2/26/14

Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Performed by: Mak Mortnge, Am\c. Gar\/d’a

Sample b Y2 V3 4
Tube + Gel . i

weight 1%, “D’) |‘205 {.lﬂ
Empty tube i

weight : q‘*X 9 |- q349 _Qngg A
Buffer QG |Gy |, 7638 4 |o QHbg |, G874
Isopropanol [.2324 | .0%¢q | .2824 |.32%;

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Labelon Product: o<~ 2 Racillus subtilly (68
Location of Product:
Next Step:




Page 7_3

Mini Prep
Name(s): Rvaﬂ Geﬂf;ﬂl-

Date and Time: 3/27/(4  3:20 ] Check off as you

complete the steps

Procedure:
Bacteria used: DOA_ KAB00]
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... }(

2. Resuspend m 250pL of buffer P1.......... o
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250L

3. Add 250pLBuffer P2........ O T Q
Invert 4-6 times (less than Sminutes until next step)

4. Add 350 Buffer N3 . . e
Inverting 4-6 times immediately

5. Centrifuge 10min at 130000PIL. ... ..o e e X

6. Pipet supernatant into a QIAprep spincolumn. ...

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

7. Add 500uL Buffer PB t0o COMIMIN. ..ottt e e e nea s E
Centrifuge 30-60sec and then discard flow through

8. Add 750pL of Buffer PE to columum...... ... m
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube........... ...

10. Add 50uL Buffer EB to columm............... .o
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through.....................oo .

12. Label and store in -20°C for later use

Label on centrifuge tube: K21500( My Pep RG
Location of product: = 26 °C

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Gobik { reshoickion  digegt

Continued on back? Yes D :No B



Page lb(

Date and Time: Z/2 7//4 L’-'%Po, Performed by: R\‘/a/} GCO 72

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed l

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL 7_00/a L
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200_ 3.5
4. Subtract #3 from #2 G 6. &
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
¢ Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

BBA- K2 5vo0|

72

1.1G 4a/ mL




Date and Time: 3/ &7@

PROCED URE

Materia] Location

O  Buffer bllo

br.‘cﬁ aASSem 0’:{ - 230 °C
© DNA {23 Mppne, (04 73

Yox_ Doy N0lec v)a~ Jl/’?ezer

Total Reaction Volume 5¢; C
of}*”k ”Y 9_(«). ‘f/aL

™ Performed by: R}]@z 6605&



Start Time of Incubation: 5 Ny 5 Pm

End Time of Incubation:_ 6 15 o
n time 18 typically 1 hour
Temperatul ermined by restriction enzZymes): 37° C
d for Quenching the Reaction (different for different enzymnes)

Method use
\-\{k\' e GKOC 1%g 20 M:nS

at did you label it?

Note: incubatio
o of Incubation (Det

Where did you store your finished product and wh

~20°C § ceezor '\’a: R6G




Page z&

Gel Electrophoresis Name:R Geor
Date : 3/27

Time:%
% Agarose: !

Lane Reagents

' ' Reminders:
Add Gel Green

i l Add Loading Dye
Run Red

’ |

) |

’ |

6 tu 9 ,

’ l

’ lﬁd(/a(f I )

Reagents used: G"LM/“ @ [

5 | Red St @ 00 Vv
A5 ,uLOe Re s

a;OmL |\< TAE

CQ/*L %\\olbaolda(/ (Zu:ckbhwn

Sl teg | BBA_ 2(s001)
/}‘L ny 104(},\/7\3 0"/{



Name;wf’g(_

Gel Electrophoresis
Date :_2/2 /4
Time:_G * 36 pm
[ |

Results . aest
6'&4 Qﬂ.w Sl’\ou\d e o baqd ~ 960 E’f (flvs G
Second bad Sur Yo ¥ of to plasmd) Thee wes ol
| bwd @ I 2 Mb. 1
NEXT STEP:
Trovblsheot by 000y il &y GAme prep gecleck
S UIg00l

e ———




Gel Electrophoresis

Page
Name: \Nﬂﬁ j\\(‘h)gl

Date : 2,1
Time:_2\wh
% Agarose; |
Lane Reagents
1 | Reminders:
J X _§ Add Gel Green
. 2 \‘M\‘%““ Ve Add Loading Dye
J \ '\\.\\b\;’x\{\\&k\ D bt Run Red
& o
: \ u\:L\
\{r-\)\l\\u -~
4 Ky
\l \ \L;\\\-\\“mk ) ; Q\/\N{’
5 =
o S D
6 \ ‘J‘:"\H\W\T
@ \ ’jt)““\u Rttt
7
v b w;\\z\“""“%"i"k\
8
S RN P
Reagents used:
o 3
Ay &
Wk b
W »
4 (N N
/1 f}J )Suky \I‘S 3
W ga o 4 1)
S e
N v



Gel Electrophoresis

Name: Jhornd ¢ Looed ™

Date : 2[7-”“1
Time:__F%. 2.4S

Picture

Resulits

[”1_—‘__\__
o
g oie e (@)
2 [y ke (W)
MASOITRE
STAL151um Il.l.ﬂ;\ th
Touug g e
| Wi fuspa)
Risy

NEXT STEP:

Romgd oy fugnsd |

o K KSON L ol

17
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Page

Gel Electrophoresis Name: firn (Llowel 4 2001 g,
Date:_ 3/27/t4
Time:

% Agarose: {

Lane Reagents

" | Reminders:
Add Gel Green

) | Add Loading Dye
Run Red

3 wsiov@

¢l = |

5 |kasion(p) [ M°
\(\1\90\4‘5\ l

7 \«1\@\‘4&\

I

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Page

Gel Electrophoresis Name: Rym Geor
Date : 30/(4
Time:__5:4US pm

% Agarose:.

Lane Reagents

e i
> = "
* | Tt
4 |ladder |
5 A ‘
6 ?""‘f |
7 |
8 @r|

Reagents used:

Sk G 17 pm @ ooV

~25uL Otl Red
- 50 mL TAE

-.54 Goyerosg

2 Gl Quih-cor oy leder

S el lo«d.'os dye ( for squk)
= SauL ...
~ tag own: pep (FS. 73)
= '\—(‘3 rCsde dion d"iks-\- kfﬁ ?_Z,')

- XNAA  Aaesh
G3
-~ edme 0{:*&{. % P6



¢

Gel Electrophoresis Name: RXM C‘U’z—
Date :_S/20/I4
Time: 5.’“‘&

Results

duy reseickon oliged A sk work becave Y

digst W the oo pep e bads od e sem s

~ 1500 bp

cHe pump ts skl 4ood b usadle

'XY”A 3 Spnd ook Het B M ssolattd ¢ corcecd PR prod-ftd- W -20°C
all Prioc Auda o0 XY’)A» Qor Rym‘ Josiah wms  qof
nNedkd.

NEXT STEP:




nn L w L

Liquid Culture

Name(s):

Date and Time:

Page # 80

R}f{ﬂ 6‘0!“3

Amount of LB used: EML

Part Used: BB, _ Kai5001

Antibiotic Used: C3

Amount of Antibiotic Used: )/“L

Concentration of Antibiotic: 19 4/ mL

Label on Product:  dGa (2 R6
<

Location of Product: Sha Ur wWorm room

Next Step: __"0: -~ p&p




Page §

Mini Prep
Name(s): Jostau Qe l RYAN _ (oa (€

Date and Time: __ F[31[i4__ 730 pim Check off as you

complete the steps

Procedure:

Bacteriaused:  BBA _ ¢ 215001 =

1. Pellet bacteria via centrifuge at >80001pm for 3min. Discard supernatant....................... L’

2. Resuspend in 250pL of buffer P1-keet. in Aerel ..o X
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL

3. Add 250pLBuffer P2. ... E
Invert 4-6 times (less than Sminutes until next step) —

4. Ad 350UL BUFFST N3] X
Inverting 4-6 times immediately —

5. Centrifuge 10min at 130001Pm. ... e e ’A\‘»

6. Pipet supernatant into a QIAprep spin column..................oooi Ki
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step r=

7. Add 500puL Buffer PB t0 COIMIMN. .........oooiiit i e X
Centrifuge 30-60sec and then discard flow through

8. Add 750pL of Buffer PE to colummn...............o e E
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube........................ i X

10. Add 50pL Buffer EB to column..................oooii hA
Let stand for 60sec then centrifuge for 60sec —

11. Discard column and save centrifuge tube with flow through..................................... X

12. Label and store in -20°C for later use..............o.ooiiiiiiiiii i, m

Label on centrifuge tube:  rlmsbsBA500\ 65| Tac mini Prel R
Location of product: ~20C

Deviations from Procedure and other Notes:
Mo DEniATionS WCrHE MADE 1o THE  (ROCEOVRE

Successful?

NEXT STEP:

Gebit ool mMon o I‘yw’f

Continued on back? Yes D ;NOD



Page 5z

Date and Time: 3[3(}&{ IS i Performed by:  Jesia Rige€ ¢ RYAN (eorGE
Qubit DNA Quantlﬂcatlon
Master Mix:

1. Find out how many samples will need to be analyzed (ectca

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100pL 70044
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 3.5 ./
4. Subtract #3 from #2_(9}.5«L
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

00 A_kusto!

TAC awi el R

il

15,9 wegfml




Date and Time;: ‘),/I,/IL{ [)i36 am

Page _5/3

Performed by: ookt Kige + Ap1K  Géorsc

Restriction Enzyme Digest

Optunal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

Please be descriptive in your procedure in order to help clarify for others.

Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer Mg biobrick assimbly - 2e”c

o DNA__ fph. pzl5001  TAL Ffim Ml fp [51)

o Enzyme b me 1 99-511
AMOUNT
MATERIALS | TYPE USED
Buffer Nevth 2.1 544/_
DNA kzi566i Ta(, (0. “124( | Total Reaction Volume
Enzyme(s) §/'€ 1 Xou1 lul Ll
Water DEPC € 32584

Construct a table with this format for each reaction that you do today.

_——(L"L {602l
0/&749 ' = =

/0;42,%[
[t

M; DNA



Start Time of Incubation:  [[<5G am

End Time of Incubation: D55 24

Note: mcubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): L7%C

Method used for Quenching the Reaction (different for different enzymes)

b€ (6oC S 26 oy

Where did you store your finished product and what did you label it?

'|
70 L €z | ) Yo w4 X

NEXT STEP:




Page
Gel Electrophoresis Name: Jcsich Acbe/ D ja, (eorye
Date: _U////4
Time: Iibol_.--n‘
% Agarose: ’

Lane Reagents

1 | Reminders:
Add Gel Green

2 ‘ Add Loading Dye
Run Red

3 |

4 |

5 |

6 Fa o I

7 |

5 iy~ |

Reagents used:

| | Sk Hopm @ (oo V
/U[':T) &u.cb\ I()ac] 9',03 /c.('_fl(jf'f-t/ LGFL) /y f

\ _ .){_!-::-‘.
e \ .K(}/téﬂ{/) /9 o /'J o
. 6ol ™ (,A 2GRl
g - KO \
- (x Noding dve \W( //LJ
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Gel Electrophoresis Name:_Josity Rite€ -+ Gezmoe
Date :
Time:_ H=4

Picture

Results
D\‘Qﬂﬁ glu‘- led. Got | bwd ak | 200 be.
Gowl.  |yTAC
by agaris 6[/1()/\60 'ha"ﬁ ba?/l o b"lols L/ [ =t
2.5 wl gel cnd <P bf
NEXT STEP:

L:T ,:«;J c v\t ‘k 5‘6 ovle S}\bo?f




Page #

5%

L7 <
NN\ .
Name(s): \;'["/] Cxoqup

Date and Time: L,/” }'/{ q " ’Of)ﬂﬂ'

Liquid Culture

Amount of LB used: ™ mL
Part Used: KZLIQOO | \ /4 ) rt&-‘5}””‘r)
Antibiotic Used: ’4 D~

Amount of Antibiotic Used: ! OML

Concentration of Antibiotic: [¢]e) /"";_f}/”?L

Label on Product: (71| S00] /] mp R
) 7

Location of Product: ?77OC -Sl/\éz é‘(/

Next Step: M. f"tf




Liquid Culture

Name(s):

Date and Time:

Page # gé

Secs) edeF
C J’ly\l 57“? WI(MSI‘ UW/
Fl/lf__¥iSpm

Amount of LB used: Sl

Part Used: _[C {14200 TR Jer€

Antibiotic Used: ‘)"Mﬂmim[

Amount of Antibiotic Used: _ X v

Concentration of Antibiotic: ;{a«/L /ML

U

Label on Product: e fuft K4-Reo)
v

Location of Product:_ weti ¢egm ot §e30 ?M

Next Step: Mﬂ\;‘ﬂvﬁgﬂ




Page ﬁ 7

Gel Electrophoresis Name:_Jaw) Sodut, Cheisie winslew
Date ;4 4/4/12
Time:__$idcym

% Agarose: | S% 7 5\; Agafse R
Soubypper Pk pedred
Lane Reagents set gel wrt o @Ol ot 3YS

Reminders:

Add Gel Green
Add Loading Dye
Run Red

1

2

50/ m?n),are,;'pe/ BBa_ k875001 * [,a/ ID‘W/I'I?? dy&

|
|
|
) |
|
|
|
|

4ol kb DNVA lodole,  + Lul ,(‘)610/)('7 oye

/VBXT Hie vie gl kb and “3 =5 ol )o«&y;:ly € fadder

Teun PN the 3¢l fonger g oot beter seperadon of bhe Buads
BBa. KE 75001

Reagents used:
min ?,or-ep [ 7['

(?6'// ron started af 9“50/""'
ipshe{ ot \0£3¢PM



Gel Electrophoresis Name:
Date :
Time:

Picture

Results
band ot thedth lddecband 550y i Gt dagobp
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= T e = ol ot fopfee——

NEXT STEP:




Page # ?A?

Name(s): KM’V GERGE
V081414 Ricee

Date and Time: 'f!/z/"f Z: "c’{/’w
Liquid Culture

| Amount of LB used: Gml
{ Part Used: 08| _reved Feig
7 Antibiotic Used: CM.:(
L Amount of Antibiotic Used: [ ul.
G Concentration of Antibiotic: 16 Y a’/ ml
1 Gt |
Z. “f%
5. omy ,
1. . =
2 [604g [in L =

vl
LabelonProduct: Do) [ ud (,lq(b./ 00, Tmy am

o / o
Location of Product: 3 7" 5!’! *‘-vL! =
(S .
Next Step: /M [n: .ﬁfﬂ {




Page i{_'f_

Date and Time: {55 o "{/ Z// Y Performed by: Jac In ﬁl),’ ner”

Restriction Enzyme Digest
Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY dewiations from the protocol.

PROCEDURE

Material Location

o Buffer (\) E ) ’le
o DNA K2 OI'D,, fe2$ JO¥
o Enzyme $pel , Xba|

AMOUNT
MATERIALS | TYPE USED
Buffer Uf:g 2\| Z.fm(
DNA IleJOIO / ) Ml Total Reaction Volume 2 S (
(pe { 1§ gl
Enzyme(s) X ba | & ml
Water DEPC [ Sml

Construct a table with this format for each reaction that you do today.

Doa K2 oy

|0

.{M(




Start Time of Incubation:_ S . 48 0,
End Time of Incubation: S 7"\ P
Note: incubation time is typically 1 hour e !'1&”::’\
a
. . — - o
Temperature of Incubation (Determined by restriction enzymes): 3/ —2§0¢
Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

| . ; g 'l A
( GE I g i Ao C oy idiral pads, QoM mgq 2

NEXT STEP:

/l/k:ﬂ G {




Mini Prep

Name(s):  Tacd, Todat

Date and Time: 4/ /(4 §fi@opin

Procedure:

Bacteria used: K 3|4200
1.
2.

3

i

7.

8.

9

1

. Transfer column to new microcentrifuge tube
10. Add 50pL Buffer EB to column

Page S{O_

Check off as you
complete the steps

Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant..................
Resuspend in 250pL of buffer P1.....in *C
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL
CAdd 250pLBuffer P2 ..o
Invert 4-6 times (less than Sminutes until next step)
Add 350pL Buffer N3 . .o e
Inverting 4-6 times immediately

. Centrifuge 10min at 130000pm. ...
. Pipet supernatant into a QIAprep spin columm.....................ccoiiiiiiiii .

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
Add 500pL Buffer PB to COIUMN. ........ovieiii e
Centrifuge 30-60sec and then discard flow through
Add 750pL of Buffer PE to columm................ooii
Centrifuge 30-60sec and then discard flow through

Let stand for 60sec then centrifuge for 60sec
1. Discard column and save centrifuge tube with flow through................................

12. Label and store in -20°C 101 later USe. . .....vvrree s e e

Label on centrifuge tube?Bﬂﬁ’gidW
Location of product:  Pewq Plased box

Deviations from Procedure and other Notes:

~Ligeledhic ol BBy o7 [4PeoriT—=257

Successful?

NEXT STEP: |
bl ol

Continued on back? Yes

D;NOD




Page [_l_l_

Gel Electrophoresis s it

Date: Al hw

Time:__S s

|
% Agarose: _

Lane Reagents

. | Reminders:
Add Gel Green
? ' | Add Loading Dye
1:?‘\ Run Red
W
e
! (
4 ISTPPR Y |
&
5 ("ERL e ta) |
k.0
6 !‘:LI M |
7 181t
ko
8
Ledds |

Reagents used:
5 iml bt b
S0l \TAL
O ‘ Sﬁf‘s o’

E Qe e S\

§/\/\ 1-\u) (W

=)

R I



Gel Electrophoresis Name: ﬂ"%“ﬁw

Date :_“1/5//
Time:__ 1“0/

Picture

Results

9 s 228 ntrd e T & wlse sl eny orabehd (he L«Jf%‘j}'rmug ey

7 Lne s WA ncdu) Wolare 3 A Ll sl G L LWJC’}””W"M’“‘ tr J
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Slodg Fote |

eac L Ry
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ey {szaw WS ore ¢,\27 e
S— i nter
]

Acfeprgml s ue
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s N2y

e
restcic by
Mok

NEXT STEP:
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Page
e : Mini Prep

Name(s): N1 Cleoféz
Date and Time:_ 4/U/( 1Y 2 :654@r Check off as you
Procedure: complete the steps
Bacteria used: R 5001 3 3
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... E
2. Resuspend m 250pL of buffer PL...... ... e >

Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL
3. AdA 250pLBuffer P2. ... R S S v T s S @

Invert 4-6 times (less than Sminutes until next step) '
4. Add 350UL BUFEr N3 ... oooooieee oo |2

Inverting 4-6 times immediately
5. Centrifuge 10min at 130001PI. .. ..o e
6. Pipet supernatant into a QIAprep spin cOlUmMIN. .............cooiiiiiiii e X
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 500uL Buffer PB to columm. ... e E
Centrifuge 30-60sec and then discard flow through

8. Add 750uL of Buffer PE to Columm. ...........o i
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube................ooiiiiiiiii i

10. Add 50pL Buffer EBtocolumn.............oooi i

Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through.................................... S
12. Label and store in -20°C for later USe...........cooiiriiriiii et ae e eaaa, P.‘]'

Label on centrifuge tube: Tog M0, Foep R G
Location of product: -21°<  §reZe~

Deviations from Procedure and other Notes:

Successful?

Yes kaér loasd  Fle Qubyg W“&)

NEXT STEP:

Quet 4 Digesk

Continued on back? Yes D ;No@'



Page (_i;

_ P ~
Date and Time: ‘/(/ L(/ / L‘ Z 35 f~ Performed by: K\‘/W} (J€0f 3R,
Qubit DNA Quantification

Master Mix: 1

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards) .
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL EO/‘ L
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 3.5
4. Subtract #3 from #2 (9965
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190puL. Master Mix with 10puL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

K50l

c3

Iz

(ISR

|0“3 Aol
S




Page # q Lf

R\/M Ceoré&

Name(s):

Date and Time: b’/('//('{ 5-"30‘0:5

Liquid Culture

Amount of LB used: 51

Part Used: KQ,GOO{ (AQ‘ r’&‘s}ﬂ,}\

Antibiotic Used: A""Ia

Amount of Antibiotic Used: O #k, 9‘1“1-,, “ ,.&,3

Concentration of Antibiotic: M@Lﬁ% Uo, 6o, 30

Dore by see.  FS—Thise 2, Jahthiony  oncsbospion

Label on Product: Kg]%o | — ffm]. 4,“,0 M
Location of Product:__ 9 7C shabe LU" Mg }ﬁf’t )
Next Step: Obgre  res v 145




Date and Time: LI/&//LI %: —30/0‘ Performed by: Q}/a/! 660/‘3'6

Restriction Enzyme Digest

Optimnal Digestion 1s reached by using the cormrect reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

Please be descriptive in your procedure in order to help clarify for others.

Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer —20°C, @»\obuo(/’ /4§Smb’\/
o DNA_ -320°C Qﬂ-ézu;, Page 1.

o Enzyme St~ Myl blo b Sreez~
AMOUNT
MATERIALS | TYPE USED
Buffer NER 2.| S ul
DNA Homoo| 9.5 ml Total Reaction Volume 60&1_
Enzyme(s) [SET =l IaL, )L
Water DEPC 33.‘5/\L

Construct a table with this format for each reaction that you do today.

1000 ut-
——
] mL

) M
(O%n9

1//‘3-

Page q g



Start Time of Incubation: W’E G -9@,9 ”
End Time of Incubation: 7.6G F gl

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): ES 7 °C
Method used for Quenching the Reaction (different for different enzymes)

e, 20 mns 4 (YC

Where did you store your finished product and what did you label it?

~d0°C Ww_, «\13 RG_(bloe)

NEXT STEP:

Gel eleckophonsi> T Ligabin (hogbully)




Gel Electrophoresis

Page

Name:_ﬁﬁ_&-’“’é{

Date: Y/G/ 1Y
Time:__ 720 ﬁm
% Agarose: !
Lane Reagents
. | Reminders:
Add Gel Green
X | Add Loading Dye
Run Red
3 |
4 |
5 |
5 | diggshl
7 [
5| loddy |
Reagents used:
. 50
950mL I TAR St 7560 @ |00 v

0-9 9 4qrose 7

G,uL Qurdalowd  ladder kg-*lob)
Sul d.‘y,g\’ Ocoduet
Il (o loudizg Ay



%

Gel Electrophoresis Name: @\}(‘*’\ Gfﬂffﬁ’,
Date : /
Time:_7:%0) ﬂ.ﬁ-
Picture
Results

Fald Se Yh 3d i Onl( | bc«/@ | 20 bp.

NEXT STEP:




Min P
Name(s): R\/m Geerx, Sos:ah Rf(“e_

Date and Time* U/2/14 vfaf!3§';?ﬂ-

Procedure: 8

Bacteria used: K?‘GOO 1 AmP‘R Llﬁz/ﬁ (/%o/‘ﬂ/”'z- br"”"’)
1.
2.

3.

7.

8.

9

. Transfer column to new microcentrifuge tube

rep

Page ﬂ

Check off as you
complete the steps

Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant..................
Resuspend in 250puL of buffer P1..............o
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL

Invert 4-6 tunes (less than Sminutes until next step)

CAdd 350pL Buffer N3 ..o e

Inverting 4-6 times immediately

. Centrifuge 10min at 130000PImh. .. ....oouineei ettt ee e aeas
. Pipet supernatant into a QIAprep spincolumn....................oo

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

Add 250uLBuffer P2............coeonon. e s il S R e e S

Add 500pL Buffer PB to column. ... e
Centrifuge 30-60sec and then discard flow through
Add 750pL of Buffer PE to colummn.............. o E

Centrifuge 30-60sec and then discard flow through

10. Add 50pL Buffer EBtocolumm. ..o

Let stand for 60sec then centrifuge for 60sec

12. Label and store in -20°C o1 1ater USe. ......ooviinrt it aeas

11. Discard column and save centrifuge tubewithﬂowthrough............‘...‘..............‘...“E

Label on centrifuge tube: 6oy 2 4Al¢[1 S0 mo/m L
Location of product: -2 il "

Deviations from Procedure and other Notes:

We vied he BOmalal Coldvr §rom /93¢ . LIO/‘J””L
md COmalmy g qrowt. O @ 56 4/ml d:d 1ok gro-.

Successful?

NEXT STEP:

GQubif

Continued on back? Yes

D;NOD




Page IY

Date and Time: l/,/7//” g;oo,o,,,, Performed by: ﬁ‘{M 6@0('%; S\OS"‘M Rc(f £
Qubit DNA Quantlﬁcatlon

B . f.' v, ) . ‘. YR
Master Mlx ‘ ’“ f‘.v { T3 "Q\J‘i‘v»"’ﬁ s‘ -7 j ‘»'-'~"') .-‘ i

1. Find out how many samples will need to be analyzed )

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL _7@/.1
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 3.5
4. Subtract #3 from #2_69G.5
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
¢ Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1puL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

L21Sos t

Ao L

F0 mylam
/J

7v

16.(, 4]._,151,_




Date and Time: 422 pm

Page _4‘_7_

/7/9/ 1Y Performed by: _ Jofigy ,f’_mgf :fmnf beorbe

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your

components.

JbW levelt Ene &

SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous

page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer bl.a 6(&& a ffemn All/

o DNA__ BB (eziso0) /Tay (o M fep (?3’)

o Enzyme zl/é‘t / % '/

AMOUNT

MATERIALS | TYPE USED
Buffer 2./ ;._g, L %0 «/
DNA (#So0) TAC 7; 4 { | Total Reaction Volume E
Enzymels) | S+ ( ’(/4] /44 C {ML
Water DEPC 0

Construct a table with this format for each reaction that you do today.

[ “y DNV A

[ &
LS 6 uy

(doﬂa(,
- S

l w L

AN



Start Time of Incubation: E 50 P

End Time of Incubation:

Note: incubation time 1s typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): E
Method used for Quenching the Reaction (different for different enzymes)

/"/647[ ZO0 g @ (S

Where did you store your finished product and what did you label it?

NEXT STEP:
{ /,r /

) ' " 1/0 | . /. VST g
bz\ AQ(V@/WQS Is &£ ‘_,‘,,:‘-/5 ";_?-"{////44
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Page £ ~

Date and Time: 1! iy Performed by: Jud Schge b

Restriction Enzyme Digest
Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE
Material Location

o Buffer MF) BLm’J'Z‘
o DNA kKr1qete (Ki§ie

o Enzyme fpe | ,:?iE’l’CL,L’_OQﬁ/

AMOUNT
MATERIALS | TYPE USED
Buffer Mg 2.1 RPN
DNA k2 140te |0t | Total Reaction Volume % ~
fpe Ol an |
Enzyme(s) el ¢ o3 0.4l
Water DEPC N5 el




(] "@W A Ure_ ulbes o) MW(JO&M U:ul (/[uwvﬁbw/\«hj éw\/gw(%}}w
S NIV vhe Z W"(L‘—vm\j

Start Time of Incubation:_ -0 5 (")
End Time of Incubation: 9390
Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): 37 "¢

Method used for Quenching the Reaction (different for different enzymes)

‘2 (> /\ Yo ol

Where did you store your finished product and what did you label 1t?

.,UD“ on bfw

EWM%

NEXT STEP: \
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2

3

Page

Gel Electrophoresis Name:
Date :
Time:
% Agarose: l 2;
Lane Reagents
| Reminders:
Add Gel Green
‘ Add Loading Dye
Run Red
ONA
DNA \
Zloy |
laddar

Reagents used:

e

| ]

KZ(5o0/

i 4‘5"
A

il
{

| A

/o.;f (esflr;f.«;q
04715 /

st gl g

,\JEB 2l 7L(lloloqd ’addy—
R esyrictton dijJr prv dutt

fon pros 7




Py 1

Gel Electrophoresis Name;ﬂ Lewrnce Rfv’\ @m%—
Date:f‘}_"fé;;z ()m;c'ql\ ;'Ua_
Time:_3.S" ps

Result v N
esults _D fﬁesh N PPN S0CLLESS FUL

NEXT STEP:

i_:'ja ﬁ()/\




Page LD ’L

Gel Electrophoresis Name: \0
Date ;"N\

Time:_L \G
\
% Agarose: ﬂ
Lane Reagents ;w\)}z(g
Reminders:
' KU“WWI'JW) . ?é Add Gel Green
2 o u‘»{ L9 — ~N Add Loading Dye
AL 1] -, ~~, .
2 kP R, m\éﬁ [y b 2 bl :?l,:f; ferllusk yaR:'lt:dw [y Shod o/
i 2 B i & 1l »
4 \/\z\wl""f‘ﬂ-r)“v' %é(,\,\/ ttn f'c"sm-"'"’\\') W‘/ﬁ ’ H'{"G‘/W
%y 5 Han gl
3 Kzigiom (72) 'Q\& M;‘V‘—?— as L
’ T
6 |‘(7.(Sl)\ul1"} 'Q‘-D 2 QW\/)'
LTS S a5 2
7 k.‘LIBIow(#.\ “he > 2 Loy
° ¥ | —1? (eber

Reagents used:

3 2.6 2t Gl Red
Spml IXTRAE bl

0.59 Y o
) C)‘,\“l Z\.,s lcu)c)'f(/ (Qw(\'\/(S“‘W"‘)

R Cylenj 5)% &«.S/\,\ %M\Uv



Gel Electrophoresis Name: ( lw[(«l Sl

Date: Yly(1

Time:_ W'l
Picture
Results
REAWA VY mg{‘a I b laery '%C,)’

NEXT STEP:
[IS MU WS




Name(s):

Date and Time:

Liquid Culture

Page# (075

JosiAm A€

RYAN _ GeerGe

ilialy 845

Amount of LB used: Sm L

Part Used: DHG o

Antibiotic Used: sl

Amount of Antibiotic Used: =

Concentration of Antibiotic: Y il
Label on Product:  J2 DH Q ol Clip L. cuimp ole,. 7
Location of Product: Wacinn //Z\"‘ S

Next Step:

(]{'(‘/;'.xrp{,/»‘- ! ¢ .‘U v




Page loy

Gel Electrophoresis Name: 2‘(,(,[’\-6:"”1//
Date :
Time:

% Agarose: k

Lane Reagents

1 | Reminders:
Add Gel Green

2 \ Add Loading Dye
Run Red

: |

. |

5 |

® /chj‘oxo|

7| kaisoy|

8 {ndil” |

Reagents used: K 2501 O/ K2(5¢0 L// Cel N;J/ [oad"hg U(YQ/ Y “‘&1&/ (, Ké)



) roA g
Gel Electrophoresis Name: C%(r\é R

Date : (74
Time: 4iSCPM

Picture

] - TR ¥ :
Results T 14 “"FL‘J /‘7{"\‘;"‘-*3 ({/ L’W\.‘f_ AL am Aot u&[ccj 715 ﬁé:ﬂi‘ /ﬂC{Cé{j T\LDL ﬂc/'t_gg_;yy'
& ye so L "'/'7“/’/’7 (f G‘dlc'l Ay so % YAy, /c(o(f;d/”

NEXT STEP:




Page _EZ S

Date and Time: "

& M Performed by: Dmm\ Selrse —"

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page i which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer  Nef Bt 2| . I
o DNA__ Jowno K7™ =5 § lgady e v\ Nk K Sewren o Dj’

o Enzyme ngl‘_ I;E.(_bﬁ'z

AMOUNT
MATERIALS | TYPE USED
\
Buffer Ni&?"\ L.om
_-'-.'-_-___h--"‘-\-
ol 3 fom i
\os DNA 3 om0 Total Reaction Volume 26
g 51 L 0.5
i—-\;‘}k{b\rhj\ a".}“)* Enzyme(s) {,CO A'L 0. S/‘"\
" Water DEPC i Gl
RNt

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: 1700 ‘p/"‘

End Time of Incubation; 4+ 90 Pm

Note: incubation time is typically 1 hour
o

Temperature of Incubation (Determined by restriction enzymes): 37

Method used for Quenching the Reaction (different for different enzymes)

20NV| ’ YOOC

Where did you store your finished product and what did you label it?
“/ 914

oo |
t% QW/?-Q’;:\ W{,‘,}f&.p_ “zzf1y

= o W |
—

NEXT STEP: fon bbb e ot

) sl yse st




Date and Time: %~ 33 -\

Restriction Enzyme Digest

- Optimal Digestion is reached by using the comect reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive n your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer Neb 3-1
60
o DNA YesZ (Xyad, BalS purifled PCR procduct ( 260, P53 o®)

o Enzyme XBqI! MSP@I

Page|O(

MaH Mopte N,

Performed by: Rong  Oorty

AMOUNT
MATERIALS | TYPE USED
[

Buffer NEBMP&I‘ 0_ W, L
DNA purifed R'R,?Ocﬁuc" S0 L

KbsT 2.5
Enzyme(s) | Spet w72
Water DEPC 0

30
Total Reaction Volume “L

Construct a table with this format for each reaction that you do today.



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

P B

NEXT STEP:




Name(s):

Date and Time:

Liquid Culture

Amount of LB used: D L. ‘/5‘«\\

Part Used: E '

Antibiotic Used: Kammq N

Amount of Antibiotic Used: iSA.J_

3508 [

Concentration of Antibiotic:

Label on Product: mL\MzNL,{ /& .col 3m(‘)(:
Location of Product:_JUAYM  yDoM
Next Step: IT)lO:p




Page# ¢ S

RymN Geelec

Name(s): -
Jocrdly  Riciel

Date and Time: 2 *3‘/'1 S'}l‘( LS A

Liquid Culture

Amount of LB used: ';m L
Part Used: 0 H 9 o
Antibiotic Used: =
/
Amount of Antibiotic Used:
_/
Concentration of Antibiotic:
Label on Product: I Vi 6 o (:;j (ch-( 9 Coa _:/‘-v‘}w L
r
Location of Product: Ua rm ']’zc: M\

Next Step: {!( u&'f"(ﬁ’!{v "




Gel Electrophoresis

|

% Agarose;

e L
\\((PLane\JQ:agents

;' X’ AV 5= Reminders:
1 ~ 1] .
& A ,_\N’VJ \,Jj(}\\:;"’ LM:\N’ Add Gel Green
W _ | ﬁ\;"*“) QY N 6 Add Loading Dye
Qi ' = \Mr_.) i 1 \(G\,\ Run Red
il % e VI
PSS I P i
& vad | i ™ 4 B
e | s J sl cent un
\J}xg N5 [Temsp Q\|.\N)H ) el vad
Ny ., U 7
W 8 Y\ll?SU\R‘)
L, ~ ( o e ———
N G P N
MF » —
< 8 S
% |
Reagents used:
L G 56
¢ DABTT
L AS 0:))
53 ~m y
@ 5; ol @
A
, Iml v
5%’"{’\"’ ( YRR




Gel Electrophoresis Name: Q;wg! Szb'-cl/

Date:_ (2l
Time:
Picture
Results
¥
Diag
« by e
NEXT STEP:

UU)&\M




PageLo
Gel Electrophoresis Name:_2aen bin”

Date : H/2<//4
Time:_ <4200 P

% Agarose: )

Lane Reagents

1 | Reminders:
Add Gel Green

2 I Add Loading Dye
Run Red

3 |

4 | r2lsot?

: |

6 |

7 | w2l Slo¢¥

® | Jadc s [ &8

Reagents used: ‘
oo.(js J\\( €.
Padls above + %’O("J ooy



Gel Electrophoresis Name:

Date :
Time:

Picture

Results

NEXT STEP:

B ok deot T (an e oL@y




Gel Electrophoresis

Page iu_

Name: Z.ccle Bl/res

Date :_' /.
Time:_2: 4§
% Agarose: (
Lane Reagents
1 | Reminders:
Add Gel Green
2 ‘ Add Loading Dye
Run Red
. |
4 |k I1Sed
5 ‘ < oYY SO
6 | 2(S010
7 | 215104
: | Laddde

Reagents used:

iair o4 (spel, Ecoll 7)
kRaisoto (10 20 7))

souuro [ %)
KH7SOO(( T

Leddey (15
el ned)



Gel Electrophoresis Name: Zael Biore~
Date :
Time:

Results

NEXT STEP:

ot aneton




Page# 112

Name(s): Matthor Moctencen

Date and Time: -5 -4 ';fw

Liquid Culture

Amount of LB used: ';n\L

Part Used: _BRa- (25002

Antibiotic Used: A"”?

Amount of Antibiotic Used: lOU‘ s

1o00uy
Concentration of Antibiotic: mt

“ "
2 LC; ’PU.MP fJQN"

Label on Product: U502 A, Mwmy 2.25-14

Location of Product: ®hale, #lsle

Next Step: _Miniprep




Page M

Date and Time: ‘z‘/ 25 /1Y / Y 300 Performed by:_Z.ce h b [~

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample 2Usi0% | 1215910 Toy 4o
Tube + Gel - _ )
wlelzi;ht ) l[/‘f (:/,(o] [thﬂ

Empty tube '507 % 262 o
weight "‘1'29 ":’zj

Gel Weight |13 0y |2y

Buffer QG [390.s( |20 380!
Isopropanol | )30.m ! | 4ol | 17044

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750pL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

)

w& WO

Label on Product: Ex‘sraxcﬁox\/ “Pugk’ i 26, Ys)i4
Location of Product: ~)% Qeeczer [ Yl Plcu‘uwl(). box

Next Step: ['4 g/mﬁcm




Date and Time: —4
Protocol: Ligatien
Reagents: ¢ be/rw

Procedure (with applicable notes):

1
Page #3

Lab Technicians(s) involved: &yiv—¢€eatc €

Jo s 1A K’.i([«l(

[ wl T4 PNA L:;M‘

(ot

/,ML L;é/a‘i(

/,{A_L )(\(I/lA - u/\ne,cé’%/y

| wl %—i—-;*”* & fump cefls

7 ul I ool [om P 99

3:, ra'*w

/E’ "?({- 7Ll‘"’“

Results:

roed o p {'éc)(-/d/""’ﬂ‘}e

Location of product:

Label on product:  3=T Ly IR

End Notes/Comments:

NEXT STEP:

é’(CJ‘(d {(?ch 'h()y\

Continued on back? Yes D; NOD



Name(s): Jitd] Kt Electroporation
i

Reagents:

)
Page:l\LL

Cell Preparation

|Competent cells thawed? Yes /. No

Amount?

Electroporation

Electroporation cuvette chilled? Yesx_ No__

Amount of SOC added to cultyre tubes; Ll
L Ve L15 instondd
DNA placed in m/f tubes? Yes )_ No___

Amount of DNA mixed with competent cells:

Voltage used for electroporation: {f‘fg s ‘/

Placed on ice? Yes_ X No___

*Optimum voltage for £. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes_ X No___

Cells shaken at 37°C? Yes & No___

Amount added: i/ L

Start time: End time:

Serial Dilution

Cells transferred to 1 mL m/ftube?Yes_ No_
Cells spun in centrifuge (10-15s)? Yes_ No___
s/n decanted off? Yes__No__

Cells resuspended? Yes_ No___

Dilutions performed:

10! Yes___ No___
10°Yes__ No___
10° Yes___No___
10" Yes___ No___
10° Yes___No___
10°Yes___No___
107 Yes___No___
10%Yes___ No___
10°Yes___No___

Amount of solution:

Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

/4

Labels on products: Jl ﬂm,ef + 7;:}1 r’*.'if f/r‘c./r;/m; /,::,,

Ay [0
Ay

Location of products: W.nrm )'Inm .
Nextsteps:Mﬁ // &s?w"{ /um‘ﬂ’f

Signature: ﬁz

From: http://vﬂw.oa rdc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf

4




Mini Prep
Name(s): /Q/LWW M ortren
Date and Time: B 4-2(, -]+ 10 704,

Procedure: Mole :Zyn«o lcit ured
Bacteria used: BBa— K500 (P”)\) {2 5L cultires )

__ 1. Pellet bacteria via centrifuge at 28600rpm for 3min. Discard supemnatant...................... E
Used G(0ul—) 2. Resuspend iir 28QuL of buffer RI............oviiiiiiiiiiiiiieieeieeiiieieeeeiinnnn
sterile My | 3 Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL

lm” 3. Add 25QuLBuffer Py cceinvommsssmsossmmmsnsnssnssnsammssssssnssssseaoveress

Bulfer Invert 4-6 times (less than Sminutes until next step)

Noutalaoho]4- Add 350uL Bufferm..:.......: .....................................................
Rufler Inverting 4-6 times immediately
5. Centrifuge 10min at 13000rpm

6. Pipet supernatant into a QIAprep spincolumn............................ool

Centrifuge 30-60sec then discard flow through

Page 16

Check off as you
complete the steps

.................. L4

Note: If multiple cultures of the same type are used, they are combined in this step m

S0\ 7. Add SEOREBUIETPB (0 COMMIL ... oo
Erddvens Centrifuge 30-60sec and then discard flow through

GG U 2ipp,| o7 8- Add F58pEof Buffer PE to column................

Wagh Buller Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube....................ccoiiiiiin.nn.

,\710. Add $6pE-Buffer EBtocolumn...................
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through...................
12. Label and store in -20°C for lateruse...................oooiiiiiiiiniiinan.

Label on centrifuge tube:Z K250 Plhsnrd  Mwimn 425 ?“6
Location of product: “lasmi/ Pox

/

¥
¥

Deviations from Procedure and other Notes: Zy _— “7. P>
Protocel ore noled oo phe o M-

?O ulke ElMJ"‘O/)

w© . '
Y M/”’\p/‘co et V“—f(/pd Ckw o the

Successful?

NEXT STEP: Res tricHy, hmyme Plgest,

Continued on back? Yes D ;Noﬁ




Page it 7

Date and Time:Lf’lG ~14 :?().pn\ Performed by: Mok Mortenge, /)nm (y.r vey

Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL 390, L.

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 6.5
4. Subtract #3 from #2 12 43.5
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1uL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
Y500 2 W\ 209 49/mL.
XyoA PCR Roduek 1O 2% el
UesZ PC2 Prdnck 10 5 20> L,
Pala TR “Crodn et 10 @ 15, X9 [l




Liquid Culture

Page # [{(;,

Jomy  Riekg

Name(s):

Date and Time: 5{/2 4 /W
[

Amount of LB used: 6 ml

K Zls00
Amp

Part Used:

Antibiotic Used:

(Uml
oo M}rl/lv\(,

Amount of Antibiotic Used:

Concentration of Antibiotic:

X/

Aomgrd s E LB oso S
luch Vsl k216 08T
Aadibiedic Used /}W;f

Smoont oF Antibi Fc Vied

10

[00 wg[mL

cdm[e/\‘,’(a [’[d’l 4 & ‘A—Vlh‘lﬂ;*(t

X

Label on Product;

Fa19001 (1)(z)

pasaz (1) (2)

Location of Product: L//U’m }ZMM

Next Step:




4 _ PCR
Date and Time:§- 216 -4 2 S

Page 117

Performed by: Nabhew Moctensen

Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer 1x Bull eyp qu 2x Mester My 1.5 L
dNTPs fam 5.
Forward Primerh iy ez 22 Fud "Qmﬁt 3. PolS Fugl (PCR_ Box) [-25, 1
Reverse Primeri.Rey, Yexz 2. Rey K\m T \?qu Rey (PCR Box ) 125 L
Template DNALVes 2 PCR Pred (p6) 0. X, ARCR Prod (252) 3. BolS PCR Mo (o660 Oul,
Taq DNA Polymerase /\ /1| ' =
Nuclease-free water l'l‘ €, ®
Procedure:
Symbol on lid | Content in PCR tube
\/ 3 CIRS wb hder M 1925 Fud Y2 12 Rey Va2 0wl YecZ PCRPwy
X - Y15 Fud Xpd 120 RouXpnt  Pul Xynd PR Red
Bl ' i Y15 Fud BolS 15 fe Rols  1OLL BolS P(R Rod

Temperature Settings

Denaturation qg °C
Annealing 63 °C
Extension 71 °C
Final 72°C

Number of cycles: 34
Label on product(s):(Ge.c ) TP Amat i Heaptn tupm o U7
End notes/comments:

Time of completion: 535
Location of product(s) F(R Box

NEXT STEP:

R)egg/\d(/j((’)n O.,‘ ’}[5 F

Continued on back? Yes D : No D



Date and Time: Y QU0 -\

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NE—'% o i\
o DNA_\ZNSD0O2

Page \g

Performed by: Anna Caa\r\:)F_H

o Enzyme Nhe I
AMOUNT
MATERIALS | TYPE USED
Buffer NES 2. \ Sad
DNA FNSOULZ. \Saul Total Reaction Volume 6(0& L
Enzymel(s) Nne Y V.Sl
Water DEPC H3ut Yoo

Construct a table with this format for each reaction that you do today.



Start Time of Incubation; 2 :5O

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): (0 S
Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page M

Date and Time: 4-2§ - Performed by: Mut Morase,,
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed 3_

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200puL and add an extra 100pL “_CX‘)

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 &5
4. Subtract #3 from #2 1094.5
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190uL. Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
A Pl Prod ?|\7 Y438 we It

Bgls PCR Prod o7 [FFgal 2604g hmt
VesZ  PCR Prof) AL Y-2up S L ‘Wm /ml.




Date and Time: _ Y\ - QP -\

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer wg@ 2.\

Page l}P

Performed by:‘M'Fm’ A—NN r G ALVEY

o DNA_yunhr

o Enzyme X\ca-y —Spe.
AMOUNT
MATERIALS | TYPE USED
Buffer NER 2.\ 2-Sak
\“‘ .
DNA Xun A -\Q—é\M\—* Total Reaction Volume M
X%, e s |194b of enon
Enzyme(s)
Water DEPC SR J75 (1om DA CONTRIECERIDNY
/ L

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: E ) ‘-g sz
End Time of Incubation: Q (X me

Note: incubation time is typically 1 hour o
Temperature of Incubation (Determined by restriction enzymes): (05
Method used for Quenching the Reaction (different for different enzymes)

/

Where did you store your finished product and what did you label it?

NEXT STEP:




Date and Time:

L -2 -\

Restriction Enzyme Digest
Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NER 3\
o DNA \esZ
o Enzyme ¥\m T . Sge T

Page _\_9'_\

Performed by: BNN& ( :—_aﬂogt{

AMOUNT
MATERIALS | TYPE USED
|
Buffer NES A\ 5w
DNA Ves 5 YRR
xoa T, sk | V'S ©oF camn
Enzyme(s)
Water DEPC WM.\ B

Total Reaction Volume 2 Tl

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: a L O( h

End Time of Incubation: ',C’Of M

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): ¢ S
Method used for Quenching the Reaction (different for different enzymes)

7

Where did you store your fimshed product and what did you label it?

NEXT STEP:




Page \&0

Date and Time: 4-29 - |4 Performed by: mm'r Moty + AnnA (o aeVEY

Restriction Enzyme Digest

Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

Please be descriptive in your procedure in order to help clarify for others.

Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NER. 2.\
o DNA Ygeh ©q)\S

o Enzyme Ypal i %?a’i;

AMOUNT
MATERIALS | TYPE USED
DNA % \:%\S 3.85u\ Total Reaction Volume S\
NI | 5e X 1. Salot
Enzyme(s) coln
Water DEPC \5.5%

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: %'-OD_{W\

End Time of Incubation: ci ‘00 pr~

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): (g s°©
Method used for Quenching the Reaction (different for different enzymes)

ol

e

Where did you store your finished product and what did you label it?

NEXT STEP:




Page /_2: )7

Date and Time: ‘Y 4|4 Performed by: Qw\d §c(,rw)?,«/
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed 3_
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL 5*24: (o~ 1w 4 R,
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200~54z=x Wé:iﬁﬂ SGagts e ):iT—L“"

5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BE Buffer (in the kit) into your collection tube.
7. Add #3 0f 200X Quant-iT dsDNA PR Reagent H®
8. Vortex lightly to mix. HS
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199ul master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.

[.?-gmﬂmL 0,29 hj/é\j\_b
K. %{T’\L in Sl e
KO - 079 M, oG Mc){m\/

A o WU |
) - m ;”FXL{QO_(};E‘;M?/MP



Results

Sample Name

Page

Concentration
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Date and Time: W5/ 7o’ Lab Technicians(s) involved: ,ﬁvvw) 5 lroet
Protocol: L 2mitn Birpzs
Reagents: (oniv gy Liage MES,
N‘N uge - free vuucks (&2,
Tv P WA Lngv&%h

Procedure (with applicable notes):

vu}fiﬁﬁ\f&' SR \ ‘* WQ—W“(.—— !\A .‘~Ja"\) f\/u\t..sb Fr(&_ M“'\S’ dg,\c +O oy (o(,v
i ._\\ \(,c\() ‘)""’/“j‘(\n. Qwbid s«}e( = e e are QJJ/?
T wf
\w M Ve ole INAY
o W b 2nlVaw Sany
;.,\s/:f_f_m Lo ¥ £ 4 decs M..} \,«o!(’\/ Wwe (o &U /)(,(i W—(
— o\
YULG '(?"ﬂ? Ip ?2_& Mofe
/
U'_-_____-_——_—_____'_-—__-__— T_—_—_-\__—___‘___'——l—_
Results:

Location of product: __ { , Jorm? g, JTeT < TIde LnGiom K wision 4 kaiore)
E 1
Label on product:

End Notes/Comments:  5{ M vy, , sconsluim [=570[_of rea (o inds S00dd_conpetend. o

NEXT STEP:

wn ?,c/( + DG}-(!V( o (’5"4(“\'“ worhs ,:—é '“4//‘0\/\ AR on ShfF "we., bhean
bgk mosre £ b Wika il e e s ol
Continued on back? Yes D N NOD




Gel Electrophoresis

% Agarose: £

Lane Reagents

Page @_5__

Name: Zeee bt Biner
Date : 7/3¢ s
Time:__g2:s<f™

' |

2 |

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:



Gel Electrophoresis Name:
Date :
Time:

Picture

Results

jﬁaﬂa/‘

]0’
NEXT STEP: Z"'J”’” 3

47 _I;Wcz(ﬂanj Zew{ concendafer
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PCR

Date and Time: 4/2n/[4 g:0pm Performed by: Jacob Selat, Matd seoryenen
Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffery, ssster sk

dNTPs Ta master m\

Forward Primer_A g < priwess

Reverse Primer B anl D ppimes

Template DNA_[K¥75es/ L T 3[40

Taq DNA Polymerase Ty sester wex

Nuclease-free water_DepC waten

Procedure:

Follewed Fhe weB procelre
and vsed |ulisege muster wiv insfead of SEE

Symbol on lid | Content in PCR tube \

ra

‘Gl Aprinet Sl R oriwer, p.mLngyMc_,)le'wL paster miX, WOl mvebeasetioe a0

q“"L‘A P ‘-S‘W’L' B !chqwl—‘ MW/ \LQ‘NL “}‘0

Rt Ranglabe, (A5 -k masher 105l 15 &

Fwk C primer, "ML D primer, hwal, (E"ﬁﬁ?\‘“ﬁ'“‘*"; G5l mehese Zree. 1, O, O Fwlmoptel

Gwl Cypiner G ud D priwer, 1S b tosptrtepasier U Tl Hy O

IR N S

2t S 25l pasier, 165t o

Temperature Settings
Denaturation 95 <
Annealing Eoc
Extension 7a°C
Final 4“C Qo8 pY
Number of cycles: 24 Time of completion: 4% pin

Label on product(s): AB, <P, F Location of product(s)
End notes/comments:

2]

-+

Stve Tp ~30 "G e Cole 5 dnp

‘B\PCRb@X 126 en top of el (ruceycH‘;R'QQ Wwbel
4

Paye
NEXT STEP:

Continued on back? Yes D ; No D



Page |27

Date and Time: L{ -2 30~ (Y Lab Technicians(s) involved: fqlthew Morkenisen
Protocol: Cellulase A‘_&sa\! Plate (0.2%) Aong Garvey
Reagents:

Procedure (with applicable notes):

Ll‘y‘oul- PT +9.25 LBAg, + o5 gap cellulose) %2
“Ahk)c(aved ke g 15minute wek cycle

“ Boiled Over vot [ 200m L andt 235me 16FF RO, -
200mL 'nE'?u,
1R00ul. amp added tﬁ"ou{,/uL.) :]:?7?“5/" of 5?%/14L amp added
to huke 100 uglnl ¥igl o u::f 50wl lean ool
EA‘MPJ gl P]c;OOug/Mk [Ken] =3 5“9/'\-L
Made &
Gles
Made G f)laHx y
Results:

Location of product: Cold Reormn
Label on product:
End Notes/Comments:

NEXT STEP:
Congo ]Q QJ /ALUay

Continued on back? Yes D; NOD
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Gel Electrophoresis Name: Sacob Sedst, chrydia winslow
Date : ;Z 2 E

Time: g'gwlftk

% Agarose: 11 S 7@ \7;;2 agerost

svmbgu%*g’ﬁw

Lane Reagents A gl red
1 | Reminders:
Add Gel Green
~ re Add Loading Dye
2 Sl [ 4 g Dy
‘ Wl b 405 foudly 9% Run Red
3 | powmin B R Sudge
G dyr
4 | 25wt p + o c(
L Gl °FC
5 | ') G,ML-
6 | ’,)\u?-fvv(.- ? q Sl d}%
7 1 2. 5w A + Swil dye
8 ‘ Lol 4 & dye
Lwl

el shed at Vagpm — MY

Reagents used: Gev yeye (>6 e
A (575000 Tk (05wl masiconX | Sl Apiued, 5 yf BPNMET, V5wt sackhsslon (40
Swd }’r‘lmA- SML}NWLW«B 1925wl »«ASH.«..&/” Sl "b‘z’ 'De}”c
iAo X 5 {et, lo.Swe 10
— ckﬁwo{, 125 w. o mesiet;
i | w»swl/'mmm‘x, Y St Depe watel”
2\ 200 dnl | oSl Eptime

0, A‘DWL Dpty
Sl Gpoinaen, S wl Dpoinen, 15wl meskermK, Tl DepC H©
S
ok (300 | Dl toster i, (85l DL K00

—

<VL® 4—\'4«? IQ"P G =
(rophieety €
D

@@ {.eﬂf{u.{{’) =
(’ M[{h |I‘-Cﬂ)> F

(e N fi



Gel Electrophoresis Name:
Date :
Time:

Results T)\"ZN V€ hands dv’*‘}*\ﬁj— ave \,c& %‘\m
| ludder Wk vety funt
The bayd ot D =2 Mere dsHncy-

Ban&ﬂr{» 4 -y L%J_ Laa-\(\lyi}e

Bous at 3 ~>

NEXT STEP:

&/U lﬂn(“)/
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Date and Time: ';"Z ~iy 530 Performed by: Motther, Mo, lercen
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed i
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100pL (700, L
e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 2007-%
4. Subtract #3 from #2(,92.50L
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
FR Pr A el § .45 vol/mis
R Megamye Brf (o &l 6 13020 ug/mt
C_ Negative e B (Wp Proner) 26 Lo G oy [l
0 P12 S8 ug /m
E Megehve b 0 (Mo Tep jur) ol 2374 JmL
F N?g,qF'Ve frD (N pr-'wr_r_) ;,llﬁ %l:-"l-t:noc 202 ug Jam

?Cﬂ*uc-‘ng fewing primefs hard B (Procuch A) hod a lower Concentration of PVA than expecfed, q THough
o ‘ow Crouvgh fo con cllu;f.dy it a faned PCR (Moke Hat prodyche B and C hove a lower CoNentrabin, whin
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Date and Time:

52 -1y

by

PCR

Page 130

Performed by: McHhew Mo ne,
Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer mid $¢; Buke,, 2% PCR Murler Mix S ul
dNTPs MM ' =
Forward Primer_Safeh, Tepp Sewing PR Frimer A 125 L
Reverse Primer $s LL‘, T Sy ing PCR Privng, B (25l
Template DNA 8Ba_t§75001 Plegnnid Teolabtun P s op PCR Product A (p 126) Sul
Taq DNA Polymerase MM -
Nuclease-free water D, Syl

Procedure:
Symbol on lid | Content in PCR tube
Als "‘112.,5 mm " ,,1 Wl Pige p 1% Prng, B" Sut §7500! Plogaly 5:.,Lg5;

P

“ Bl PRProghet o Sul Dol

U

"

B

n

— BAIQ L Do C

N,

i

Sul 9700 Phantd 75 Do C

Number of cycles: 34
Label on product(s): srt Y- Pact 575000 PCR N
End notes/comments:

Temperature Settings

Denaturation a45° C
Annealing €3°¢
Extension 72°C
Final YC
IEd
fwh , 150

Time of completion: .45
Location of product(s) P(R Bex

NEXT STEP:

Continued on back? Yes D ; No El
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Date and Time: 7100 f/z/ /Y Performed by: Z«/ é( };/M

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed LIZ

¢ Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL @()

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 4. $
4. Subtract #3 from #2_ /293 ¢
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190pL Master Mix with 10puL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1uL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
K2US 010 tov (o)
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Date and Time: XOSP/V\ 5/%// L/ Performed by: Zﬂ( ‘/\ 6/}4’\6/
Qubit DNA Quantification

Master Mix: L
1. Find out how many samples will need to be analyzed 5 T

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL gl P 100
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 S. ¢ + Hd
4. Subtract #3 from#2__[094.5 + §£95.
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190puL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
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Page 33

Date and Time: 5*2-1v 8150 Performed by: Aclhi Morbenco,
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed “
e Note: You will need enough master mix for two more (The standards)
Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL1368=L
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent. Not Recalitrated
( Take #2 and divide it by 200 Bréet. 8950 & Quapt-T+Y.5 0L QuenrT
K Subtract #3 from #2 #343sel Butte, Recgenk-
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190puL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
P PR Proguf AR 2130 | 2G| uly /mK
: 2130 L6o  vBam g/l
Ny 5130 20,7 /aL
P 2130 26,3 ug,/v"\l\




Page # >4

Name(s): 2@& 6{(/’?’/

Date and Time: q)Od/W Vy/4{

Liguid Culture
fouiins N1 A3 43”
| N\

Amount of\LB used: SIM [ €L b‘) 4

/ Z
Part Used: fc21S KOL{ /{2(50/0', m04/£/0f
Antibiotic Used: Mf"

Amount of Antibiotic Used: [ O/'/\/ Wé\

Concentration of Antibiotic: ](f/@zé}q/ﬂ

g P n AT 92S P

Label on Product:% Zj_%, /_:).:;\-fc:, A‘%Mf

Location of Product;  TVONRA 400 A

Next Step: ﬂ/\)’\(‘ greg




Page ,'g';
Gel Electrophoresis Name: Malhow My bongen
Date : 5214

Time:_Q:50 — 4.55
O,
% Agarose: /-L /0

Lane Reagents

1 ™ | Reminders:
Add Gel Green

2 L ‘ Add Loading Dye
Run Red

oA |

4 P ‘

5 ’ ’

6 N, |

7 |

8 |

Reagents used:
L= kb ladder tul * lul qud’ng Dye
AB= 25ul PR Product AB +.5wl Logding Py
P- 2.5ul PCR Product P+ .50l Lowdin oye
Ny = 2.5ul PCRProduct Mo +.5uL Locding
Ny = 9.5yl PCR Froduct #h + 54 Logging Wre



Gel Electrophoresis Name: Mutthew Mirlenn
Date : bH-2-1%
Time:

Results Only g‘-y;-.,g cagd
Frineny qag 1erolele DNA Visvilized indicahia, PCR fulle.

The dempl,, ' ' ’
e VA copeared smesrect i both Mebiotes o605 e (W, s A)

NEXT STEP: Ligutd Culfunc BBaic#76))




Page # 135

Name(s): [ty Moctersen

Date and Time: 5-/2//’7(

Liguid Culture

Amount of LB used: 5ml_

Part Used: Bl_[¢p7500]

Antibiotic Used: _Chluwe b 2.

Amount of Antibiotic Used: Jouk

Concentration of Antibiotic: ’O“Q/'“L

Label on Product: _ Lhloy  BR k75000 Mwim 572/

Location of Product:_Wgrn ﬂ?am She b

Next Step: M’(“if)r tp




Page \3F

Zymo Mini Prep

Name(s): Auna (Gaeved

Date and Time:_5 - -{y}

Check off as you
complete the steps

Procedure:

Bacteria used: Y.3 83500\ 7
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... V] ”
Note: This step differs from the printed instructions =
2. Resuspend in 525uL of buffer sterile DI........oooiiiiiii e
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525pL.
3. Add 100pL7X Lysis Buffer....... ..o
Invert 4-6 times (less than Sminutes until next step)
. Add 350puL Neutralization Buffer..........oooiiiiiiiii e e
Inverting 4-6 times immediately
. Centrifuge 6min at 13000rpmm............covuieeonn . i s e e
. Pipet supernatant into a QILAprep spin column............oviiiiiiiiiiiiiiii i,
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
. Add 200pL Endo-Wash Buffer to column...........cooooviiiiiiiiiiiiiiiiiiiiae,
Centrifuge 30-60sec and then discard flow through
. Add 400uL of Zyppy Wash Buffer to column............coiuiiiriiiiiiniiiiiiiiiiieiiinnan. -]
Centrifuge 30-60sec and then discard flow through ' "
9. Transfer column to new microcentrifuge tube............coiiiiiiiiiiiiiiiii e
10. Add 30uL Zyppy Elution Buffer to column..............cooiiiiiiiiiiiii V1
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through...................oooiiie. ]
12. Label and store in -20°C for [ater USe..........oieiuiiiiiniiiiii i eaa Vi

N

W

W AV AN AN

(o)

=
AN

o]

Label on centrifuge tube: Y. BEISO0\
Location of product: «Q0 g Bex

Deviations from Procedure and other Notes:

p

NEXT STEP:

Qus t

Continued on back? Yes ;No \(
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Date and Time: & -3 -\ Performed by:_Q_N_N_g_ClQR\[f}-\
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed _\/

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL _‘/

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent

3. Take #2 and divide it by 200_‘/
4. Subtract #3 from #2 _‘/
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190pL Master Mix with 10puL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration
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Name(s):

Date and Time:

Liquid Culture

139

Page #
/v’"ul"'/" Marl-f,.r,q
S/ 12170 ,,

Amount of LB used: © ML

Part Used: KL§0lb | KUN — Jouus0

Antibiotic Used: Amp , Anp  lon

Amount of Antibiotic Used: 9wt ,(O.L  31.5ut+

Concentration of Antibiotic: 100 Ug/a b, ‘Qus/ml 3 Surg famt-

l?u‘ e ‘i+ ,P"\

Label on Product: {Pa~t7  LAnwlote 7 Mivan  G-2-14

Shafer Pl

Location of Product:

Next Step: _Whiarep

%2



PCR
Performed by: QNNQ CJQQVF‘(J

| Date and Time: S -3 -1 12:33%em
Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer MidSci Bullsele Qx  PCR. Macler WX

dNTPs 2 \o MM

Page |40

Forward Primer nfeAy  “Team Seuo\m P Tr-m&r %
Reverse Primer

Template DNA 880 . X630\ gp.\S
Taq DNA Polymerase\n My
Nuclease-free water Depn C.

ec B

Procedure:
Symbol on lid | Content in PCR tube
A% V2. Sk * V.A5uL Vomer A & 1.ASuL PamevB 4+ Suk BISOO\Pasmid + Sl Depl]
N, No Plasenid =Y Cnanges WOl Depl
ANFY No Pamecs —> C.\ﬂg;% ‘I.SR‘DC.
Temperature Settings
Denaturation ]s°C
Annealing w3°C
Extension F°C
Final y°C
Number of cycles: 34 Time of completion:
Label on product(s): Location of product(s)Pre Rox

End notes/comments:

NEXT STEP:

Pun Gel
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Gel Electrophoresis Name:Matthos PMorte G
/2/14

Date :
Time: 215

[>]
% Agarose: l /1>

Lane Reagents

1 | Reminders:
Add Gel Green

2 L ‘ Add Loading Dye
Run Red

3 AR |

4 N

N

° |

7 |

. |

Sterted  4F 3120 @ (0OV
Reagents used:
L: ”(() IO(,DLH‘ (veg) 'f.,’)"L()cd)fri ajf
AR = PRProfl AB 25ut 4.5LD (14
N, - pcr Pk N, 2but +.6LD (,7"1()\
N, 2 POR Frodect Ny Al #051D (1)



Gel Electrophoresis Name:

Date: &5 -3 -1

Time:

Picture

Results PCR looks  fo havy Liled calthough Jue to the very clogy sives 6P
Pritry gogs ”\& PUqubJud- (po%qlp(RP’N't-d‘) G Qubl"' Showle be dore o
Cempame He Gpeunts o f VA o the recction gndd l—lwnesaI»Vg5l

NEXT STEP:
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Date and Time: S -3-W  N'0)5  Performed by:_ Matlhew Moerzrasss
Qubit DNA Quantification

Master Mix: /

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL _~
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2 _1/0
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
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Page # \H-

Name(s): ﬁm&ﬂ-ﬁl&@.@é_‘
Mﬁﬁl@\i\%&@m
—

Date and Time: 45 > -1y - HS pw

Liquid Culture

Amount of LB used: ,Sm L

Part Used: & O ) HUY SO
Antibiotic Useg: w

Amount of Antibiotic Used: DL lLQML., 3.5l

Concentration of Antibiotic: 100“3/"\‘—,- ub“a'{'“-; 35 Bfmi

ﬂ‘\’ Xy @ H. 30pm

Label on Product: é

-~

Location of Product: S\ha\l oy #P\E
Next Step: %




Date and Time:_ & -2 -1 S\O
Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer mia< ci Bulige ye A YR VMaster Wiy

dNTPs AN

PCR

Page yuiud

Performed by: Aunn Garvey

Forward Primer_$a(eiuy, Team PR Pviaae O

Reverse Primer So(ehs Tzoon PCP Drmey

Template DNA PRa ¥ RESHe ep:\37t

Taq DNA Polymerase s

Nuclease-free water DeoC.

Procedure:

Symbol on lid | Content in PCR tube

AP) \3'%\'&&‘- Y125l Primer B + L3Tal Prpar B £ Sl B83so0l + Sl Depl
N, No  plasmidi — 1D wl. Dep(
Na No pimers =P F Sl DepC

Temperature Settings

Denaturation qs5°C
Annealing sS°c
Extension Fa°C
Final H°C

Number of cycles:

Label on product(s):

End notes/comments:

Time of completion:
Location of product(s)

NEXT STEP:

Continued on back? Yes D ; No D
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Name(s):

Date and Time:

Liquid Culture

Page# \H4 5

Anna  Ganey

Mar Mogtouserd

5-3-\4 315

Amount of LB used: SmL

Part Used: LBFASO0OL, ¥ NS 004, v \STDI
Antibiotic Used: O\orD, Bmp  BmP

Amount of Antibiotic Used: _LDuL , \W&.Oul., VOOl

Concentration of Antibiotic: WCJ\\O(‘D L O YL
Pme: 1008 "D lmL

Pur i @ T 20em

Label on Product: < Rty CAakinticy MM S-%HAn
Location of Product:_(_ avm fRoom —raN-ex ?\a*ﬁ
Next Step: _[Y)ini /P(Q.P




Page\_"ﬂr v

Date and Time: —~ - -\ Performed by: Merdews Woesessen & Annne CJ&-Q,\J&Q‘
Qubit DNA Quantification

Master Mix: /
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100pL _1/

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 |~
4. Subtract #3 from #2 v
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190uL. Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199l master mix with 1pL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.




Results

Sample Name Page Concentration
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Gel Electrophoresis Name: Banve Gapry + Mot Moexssma
Date: 5 -3 -\
Time:_+:YSom

% Agarose: \°/b

Lane Reagents

1 | Reminders:
Add Gel Green

2 ’ Add Loading Dye
Run Red

3 |

4 N,

5 N,

6 | A

7 | Loadex

’ |

Reagents used:

\_—.-

ABIPCE Prodncy AD (35.L) + 51D (p.MD}
NiiPee Prodack N, (2.545) + 51D (pwd)
N, 3 PCR Proaunck Na (3.5« ¥ 51O CRE)



Gel Electrophoresis

Name:
Date :
Time:

Picture

Resuits

NEXT STEP:




Page 4%

Zymo Mini Prep
Name(s): Auna Gagvey + Mamr Moeremsen

Date and Time: < -4-{4 2-0%am

Check off as you
Procedure: complete the steps
Bacteria used: L.2\$0\0 ,awion | YoHSD v
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... |
Note: This step differs from the printed instructions 4
2. Resuspend in 525puL of buffer sterile DI...........cooiiiiiii i
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525pL
3. Add 100pL7X Lysis Buffer.......ccoeonnenen e sisivesionsevssassssos susiasies csssensimasuimis v
Invert 4-6 times (less than Sminutes until next step)
4. Add 350puL Neutralization Buffer........ ..o i U
Inverting 4-6 times immediately T
5. Centrifuge 6min at 13000TPIM. . ... ..uuiieiiee ettt e e ee e et e e e e et aae e ereaaeenns =
6. Pipet supernatant into a QIAprep spin column. ..........oovviiiiniiiiiiniiiiiiiiiieaes v

Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step I/
7. Add 200puL Endo-Wash Buffer to column..........c..oooiiiiiiiiiiiiiiiiiiiiiiiiaans E

Centrifuge 30-60sec and then discard flow through

8. Add 400uL of Zyppy Wash Buffer to column...........coiiiiiiiiiiiiiiiiiiaen, d
Centrifuge 30-60sec and then discard flow through 7

9. Transfer column to new microcentrifuge tUbe. .......ovveiriiriiiiiiiiiiiiiii e V| | ;

10. Add 30uL Zyppy Elution Buffer to column.............cooiiiiiiiiiiiiiiiiiieiieeaans W
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through......................oooiiitn. ol |~

12. Label and store in -20°C fOr Jater USE........oviviriniieeieieeter et eeeeiaeaeraaeaeaeneareaeaes H

Label on centrifuge tube: <Pty Ao 4224 & e b L5}
Location of product: - 3o  Plasm, d

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes ,j;No a




Gel Electrophoresis

Name: 225‘(_/! W
Date :_§H_]|i_

Time:__2: 3¢

Picture

Results

NEXT STEP:




Gel Electrophoresis

% Agarose: _L

Lane Reagents

Page Lbf ((
Name: Aarel Stie

Date:__ 4
Time:ﬂ

1 |
i |
’ |
) |
v @/ 5 [wn§loY g
'-:* \ $/ 6 \’\1‘—\5‘0\4 M,\]?;V
%7 9 ov\u\g@‘mﬂ?“\P‘\l

D

5 |

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:
0157 .:.9‘4./&(
Comi 1XTA B

~
S Z_M( h,w)p? L)7\_ Lr eel NSl sSenf
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Date and Time: Performed by: el Schod ™

Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed E

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;

Jt Ge

this is because pipettes are calibrated to deliver exactly what they have dialed, but : 3

they pick up extra reagent. . ue
3. Take #2 and divide it by 200_$:5 »! 7o |39
4. Subtract #3 from #2__ (p4“ S ml £9C S

5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important

for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA B&%Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent g
8. Vortex lightly to mix. k5 e
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL. Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge

tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1 uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.
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Page _L 5 /

Date and Time: 5! L‘./( ] Performed by: Demre ALy —"

Restriction Enzyme Digest

- Optunal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer MLL\B 6"@("2'(
o DNA 3010, hrboio, Ko

o Enzyme _ §pe T [ CRT

AMOUNT
MATERIALS | TYPE USED
Buffer Vs 7.8
/
- ,, ' S5c
DNA Joun § 6 (e w ""’/m; Total Reaction Volume &
[T 15 o et
Enzyme(s) |t(uAL - ’
Water DEPC SR ERY,

Construct a table with this format for each reaction that you do today.

i AM'l. \/\PC)

I\’\hk.('g‘/’\\') \
(2 T ‘
6. 23 Al gy K o5 T s beonslerrry

C/\Z’M‘ f.,J;-b ane. !ﬂC (’%
o Sl TRETE
39-\ WS QAN L cer

b picentrifinge edres
= ¢ ho\dl .
- o _J,.Z‘,W B,

h—in&;:;{m\ v oa /\ow'(:liy
b 8 gom'\’\"l"‘j o W
" cdd e K camie

l.ﬂ,‘,!ﬁmh




Start Time of Incubation: 5 00

End Time of Incubation: %(’) @

Note: incubation time is typically 1 hour )

Temperature of Incubation (Determined by restriction enzymes): ‘;?" ©
Method used for Quenching the Reaction (different for different enzymes)

657¢ _[2enm)

Where did you store your finished product and what did you label it?

: \k :A\
1o Q\n‘n'\"'] b : \MJ \Q\\O\ 3"%{\!\\\"\ RO Qe & ¢

NEXT STEP:




Zymo Mini Prep
Name(s): Matlps Mortonn

Page [h2

Date and Time: 54-pp 2215

Procedure:

Check off as you
complete the steps

Bacteria used: 16§2500! £hlor) K510 (fme) K2500) [ Ama)  p!S

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant.......................

Note: This step differs from the printed instructions
2. Resuspend in 525pL of buffer sterile DI..........cccoooiiiiiiiiiiceceaeaee
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL

3. Add 100pL7X Lysis BUTer. .. .. .. . commmsemmmsmommmrmsismnimsomcii i smemin s

Invert 4-6 times (less than Sminutes until next step)

N

Inverting 4-6 times immediately

AN

. Pipet supernatant into a QIAprep spin column..............cccoiiiiiiiiiiiiiiii e
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
. Add 200pL Endo-Wash Buffer to column................oooiiiiiiiiiiii
Centrifuge 30-60sec and then discard flow through

~

joel

Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube.............c.ooiiiiiiiiiiiii i
10. Add 30pL Zyppy Elution Bufferto column................cooooiiiiiiiiiiiiiie

Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through................................
12. Label and store in -20°C fOr 1ater USE........ouevuiuiirinririeriiiiienieteieeaseaenenaneenns
(Aeribione)
Label on centrifuge tube: LRyt 7< Res teme 7 G-Y-1% 5 I52
Location of product:

. Add 350puL Neutralization Buffer...............oooiiiii e

. Centrifuge 6min at 13000rpm... ... sussissimmaaiesiserivssiissisvasvnssssanassasvrssisassns

. Add 400pL of Zyppy Wash Buffer to column..................cooiiiiiiiii i

Deviations from Procedure and other Notes: Half ysed QTAger Neleglization Bule,
(ed ol )

NEXT STEP:

Continued on back? Yes




Page 52

Date and Time: E/Lf// 4 145 Performed by: [/l"’d‘e" Mor age,
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed 6_

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200puL and add an extra 100pl/

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 20069 &
4, Subtract #3 from #2 12.97.5,L-
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

¢ Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199puL master mix with 1puL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name QT a1~ Page Concentration
1<§ 75001 (Dlath (%/\ Newhrlrabip, &pkor) 2% 5-5_'1 ug (o b
k1600l Plasndy (5 [3€.

K14 plandd Gl OAT 5, 1Q 52 213

Kue0y  Plagmid 152 277
25000 [lusntd GATge. MB (52 28.¢
K1wool  Plagdd (52 A5y




Page \54

PCR
Date and Time: -\ - s Performed by: [AININT-S GAQ.\;? u|
Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer ;A Sch Bq\\ge,q‘ e Jx PR Moasted Mix NSl

dNTPs MM —

Forward Primer S&@'\'\.c Teaw, S0P et AcC 1264l

Reverse Primer_So @4y oo PCR. Rono v B D \ 36 ik

Template DNA_y 2\u300) Sl

Taq DNA Polymerase YAN —

Nuclease-free water De@ C 5wl
Procedure:

Symbol onlid | Content in PCR tube

% Cco VDS LLMM + VQSLY Pismol A 13 Driemad R 7 Sl xr T DVeplC
N, No plasmid == \Dual Depl
Ny No Wimeys =L F gl De\:f

Temperature Settings

Denaturation qg°c
Annealing o
Extension Ja°C
Final uee
Number of cycles: E L\ | Time of completion:

Label on product(s): € L2 200 Sotin YR Produe Location of product(s) PC2 box

End notes/comments;

NEXT STEP:

f) SN NG FPC:\Z

Continued on back? Yes D ; No D



Date and Time: 8/4//4

62050

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

Page 155~

Performed by: /"l,.mM Myrrin

o Buffer
o DNA
o Enzyme
2l FBY AMOkJ NT
MATERIALS | TYPE UseD! *#12
- 7.8
. wzeut,
Buffer ”E%a\&r i 1 5L
kasioe 21500} ,
DNA P52 Gpugz ?sél 5.9
Eofl  |Ecaf bt Iyt
Enzyme(s) [T [xbaT | i ol
Water DEPC 1639 ||

Total Reaction Volume ELL

Construct a table with this format for each reaction that you do today.



j—

5

Start Time of Incubation: & 5D

End Time of Incubation: & U

Note: incubation time is typically 1 hour
[
Temperature of Incubation (Determined by restriction enzymes): 27°C
Method used for Quenching the Reaction (different for different enzymes)

Heut Inechdbn © G590 &r 2Wn iy

Where did you store your finished product and what did you label it?

NEXT STEP:




Page _‘_w
Gel Electrophoresis Name: Auna (g4guey

Date : S"
Time: Z |S

% Agarose: \o/b

Lane Reagents

1 I Reminders:
Add Gel Green
2 | Add Loading Dye
h Run Red
: |
4 | 2"’
> | 7
6 | 0
J
7 | R
8 |

Reagents used:

CD' Produck CO (l-SML‘) Yy OSLD ?.TD‘Q\
M Podad N, Gsul) so SO e 18

Nyt Podud Ny G-S=l) T <D 154

L S, \_m&&&\/



Gel Electrophoresis Name:;
Date :
Time:

Picture

Results

NEXT STEP:

QENws TR




Page [57

Gel Electrophoresis Name: Mckhes  Morbensen
Date :_S/4/4

Time:_7pm
% Agarose: l

Lane Reagents

1 | Reminders:
Add Gel Green
2 L ‘ :dd Loading Dye
un Red
3 Pl |
4 D‘ ‘
5 D:., J
6
P, |
’ |
8 |

Reagents used:

Lz b NER OVA Lk, fell
P1 = kool Plagnid (5 152) 2ul chot - 4T
D,* k21sw0) Plagatd Digestesd (I5Y)  Adul Fnd | §50

D= kudeiot Ploswrd Dgesied (') JL5
L‘
P = l('],!‘-;fo‘f p"ctfn-.:{dQ(‘o \Qh@ Dok

l{



Gel Electrophoresis Name:

Date :
Time:
Picture
Results
26109 should hase been v 2300 | Should have Stea cut
- CCW 30 LP - o~ OQD
Lﬁlf \,2; 56 &ﬁﬂ,.‘ k t "
i
¥ Laga - tag+ booh ten
Pty Qacklone \ m
Pk ) [.OW7g M:
Pud- "k G '-0379 M"‘NQ..L.‘R“ he '30'9 vk nbo a 9 h(l’!)‘f,.H[“M*
-35’77

NEXT STEP: (| Extegeha, + L;gql,',)n
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Gel Electrophoresis Name; e Selaed) —

% Agarose: \

Lane Reagents

Date: </5// v

Time: 2. lu

=]

2 [«L\S\b" (i (0te)

D Run Red
3 (/\7.15(0‘1| (k.p)
4 [Kuygo (pemrpre) == leak vt g\ \Nejr)) )
' F/DL“ I.-iu{;l'_' uJ \
5 S ) R . L _
\ \Sj ‘4 (K ) vinA /{( wel, 5 '-{\.l/j

6 Yoy 9 lr\;n\(n\\g\ — vk nky %\ )\,&i(«) " Yoy et bufiber o

Reminders:
Add Gel Green
Add Loading Dye

Jheuld bune e/ e

7 PownS e IFM J o )r/? de. 45 by

8 LM))A/’ it slat -l* Ha Lotbepr / FLeg (
Ke Sln@
W wrefest

Reagents used:

R.0. Ny

At
0.5 guess 5/‘\
SomlL Taen! (3 F o
5 ml VAM

Llog ladder — §
5 | owh smwple T Land Loy e



Name:
Date :
Time:

Gel Electrophoresis

(i Terer et =5
Results Cone ol , ¢ Heren |

NEXT STEP:
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%E\w W
— PCR

Date and Time: 6 - /D - \l"“‘ Performed by: HNN () Capus—”

Reagents: (customize the list and include volumes and concentration): ”
ThermoPol or Standard Taq Reaction Buffer L] > \E o TR WA
dNTPs {\AM —
Forward Primer 2 215300 (A paaac & M) Sal-
Reverse Primer Kk @3SO0\ (D ooy ("N Sl
Template DNA X - ’ -
Taq DNA Polymerase At =
Nuclease-free water 0o ot Q.S -

Procedure:

Symbol on lid | Content in PCR tube

A Sl CMS00 150 ¥R IS500V T 2.5kl D2 C 4\ S oL M

Y AD S,U_L WCNSA00D v Tl Y-B?SQD\ A R.SuL MM r \. 2% A(?V{M\( £ 2SO P

A\ IO Sl PepC

]

Temperature Settings

Denaturation qQs°C.

Annealing o’ C

Extension FAeC.

Final 4o¢
Number of cycles: 2 ~ Time of completion:
Label on product(s): Location of product(s)

End notes/comments:

NEXT STEP:

“Run Cdb\

Continued on back? Yes D ; No D
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Date and Time: §-5-1 4 e Performed by:  MuMhyy Mochnio

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample f‘2‘6w“,v$7 Ks 04 157

Tube + Gel
weight

Empty tube
weight

Gel Weight |.30], |.397

Buffer QG 903t [0Etul

Isopropanol |[yf0lul. |,187

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750puL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

(U5 9 diht wurk see p 162

Label'on Product: /{'«t7 Res D:q P"rfﬁqlm,, ph60
Location of Product: ¥o;mer B,
Next Step: L gate
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Date and Time: 4§ -5 -\W\ \0130.?:'\ Performed by: Anng qum', /‘AaH-'ev/ MO!‘lfnj(,\

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NE® .\

o DNA
o Enzyme
AMOUNT
MATERIALS | TYPE USED
Buffer Neg 2.1 & -
Kasiod (pl4g) | .4l I
DNA 04450 (48] 5. )L Total Reaction Volume A 5 ml
’caRI + g I L h
Enzyme(s) i i fut- eac
| Water DEPC v *3- 0.8

Construct a table with this format for each reaction that you do today.

kaswon (1) U159, |
Souriso(##2) WA [ |

WA q Vel - 0.\ \qug

iseg L \ay o e T
* L L
| #(C L o
T | TR R
0\ \al X
OM\s L
LR 3 : 593ambl
\ L N
y=2.40 .




Start Time of Incubation: 1 O : DOpe~

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): 27°C
Method used for Quenching the Reaction (different for different enzymes)

Heat Loactivation at CEC Cor 20pmia

Where did you store your finished product and what did you label it?

Gad) NG ¢y 2168

NEXT STEP: ex” )
W Bov (fce k) gﬂ,\) QU
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Date and Time: S -5 ~\-\ $0S pm Performed by: ANN!} Gagutd © Mag Mogrensen

Qubit DNA Quantification
Master Mix: L
1. Find out how many samples will need to be analyzed l
e Note: You will need enough master mix for two more (The standards) /
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100puL
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but

they pick up extra rea‘ge/nt/.
3. Take #2 and divide it by 200
4. Subtract #3 from #2_ [~
5. Find a tube capable of holding #2 worth of liquid
¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important

for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge

tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1pL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration

JOHUSD k) A% ©F.8 "3 m
dJoUUS D 9 e Wod 43 |m.
Uase  Drage)- — oo lLew
¥ S ool D:&xs& 20. "8y
@150t D) A il L
KA\SM 5D VNS [a
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- frabt
Date and Time: 5°5- 929 ;. Performed by: Wk Moclenc,,.
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL
e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent. lubt (99ut
3. Take #2 and divide it by 200 Reagent  Rbier
4. Subtract #3 from #2
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
¢ Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199pL master mix with 1pL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1puL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

K510 Ree Dy otk

[Mvw?lsn\q

1ls5




Page \_{‘L\
Gel Electrophoresis Name: Mathaw Morkn s

Date :5{5/’:1
Time: 2:30

% Agarose: ‘

Lane Reagents

1 Reminders:
L | ,“L Add Gel Green
2 152 Add Loading Dye
87'—( I LTuk B ""h'f) Run Red
3 D | w““ P 'bq (‘(Z“.b
Ot

4 /41? ’ Jul P %0
5 A.D ‘ guL Pl‘;ﬁ
B gE\rf | Jul- ? 159
7 CD |l ey
s |

Shiked @ Jo:(7 g

Reagents used:

36? B
929 Gl FFC9/WM" W Pm‘l“ -\M‘oa (- 0329 h’;g
\7(/‘VNP



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:
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Pagef-u

Date and Time: S/i/ 115 pin Performed by: NN Kickd ¢ MATTN MoRTENSEN
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample

Tube + Gel

weight [ 595
Empty tube S
weight 32

Gel Weight |, %3 -,

Buffer QG ||/cyo,L

Isopropanol | 5(¢,L

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750pL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: o~ 700 = [} on  SIDE Knsgo| fomp s‘/(,, 2
Location of Product:  '6ett (7 pie (o
Next Step: /. /1.
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Date and Time: Lab Technicians(s) involved: M Mortongon
Protocol: R g4 Tasiab Pricke

Reagents: Qua,r-:T RVA BRIty

Procedure (with applicable notes):

Ren s Qw().‘r ob 1oy (7166) Gel Bty

Results:

7Bl /mL

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NoD




Gel Electrophoresis

{
% Agarose:

Lane Reagents

Page _(_é\”

Name: w"f.('-u.-\m«_l_uf'(. BIN IV ST

Date : 5/0//"
Time:_ 550 -4 iy

: |

: |
|

4 |

5 | Kuson| ()

6 |kv 510 Uc,().)

Jevss (i)

l - tﬁ Il,' U ' ’

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:
.S 9 AI)WM

{I)N\‘/ THEX] 6"‘:01[
PPN /“/

Fal somplet®

2Zach

8(-‘/\.0’

/
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Gel Electrophoresis

e | &'T

'l 1 i
P
B Sk

(red
(,pb‘krb(’b: - Cuck A.eﬂfu\‘*ﬁomamz,jpe sof‘""’\h—ls

- Mo R\b/‘)’/ksh:‘/p

] PO (3 _‘.rl o.yt.r'ﬂ ¢ plee mid 4..‘,{;:51";&
Sl - +4pel ~9spel +
(gx’> """»' 'icgﬁ‘ :’—"6!";1 x el *yﬁ} Lamtipuwe For 8~/L
V | S - —________A ‘f N *" . =
[Mu‘.uAr-au,u.(,(P/“) l ﬂg te Biyw b'd”\l/fw
For Visibitiby
bt f Zsert , 5owllovi
NEXT STEP: 7 Vecty
Lo\ eRPD
L?ﬁr*l\O/\) .,
.-"'"——__
!,,AQ\,CE{'O 7 )M-R ()¢L4o v "‘Q Ve ctor

NoL: A raveter
"'-—\-

| LT eosest £ p K Fwsert /D__,._@-‘F»:cn%
s

N
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Date and Time: 5/4/t" - /.o Performed by: Dese| f’cUMA// Josh {evwenes

Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample Tounms o |k2tstom | ks o
Tube + Gel 9

. 248 ) 2/
Welght ,\:%/% 124F M) | A |
Empty tube u . N
Welght !:Amey %n‘ 3}:- Y LrJUm; sz
Gel Weight [780'mg [218m | (80 ms
Buffer QG | 9upul s ul | 543 aL
Isopropanol |290,sL | 218.«L | [9f L

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: (- eMeackin [/ kZISCIU, KZIS (6 Tonaso ; §/4/IM

Location of Product:  {lus e by x
Next Step: (lgaden




Page | }O

Date and Time: Lab Technicians(s) involved: Anan Gneagy
Protocol: Liggty W/ TH DN Ligace U\/EB) R[vaN Geoe6E
Reagents: Maa_Mottenspd

Procedure (with applicable notes):

LuL 1% T DVA Lisese Buflen NL

lul DV g | 1UE TR, | 1wl TH DA Ligare =

: K504 (.pl(j)
K504 Pum,a"(,,laf) kuswﬂtpt(ﬁ) — 135100 Bl Bl
Kasoo1 4 ’ — 25001 (ol MBI {piGo .

Dep € 0157w | DepCliaerinad] DopC e 11884 Dop C 10530

-//

Results:

Location of product: j GEM_“HAmev ’80)(

Label on product: ¥isa0y + RISOOL <L-Ng> AG 4-B-l
End Notes/Comments: :

NEXT STEP:

Elecho povation

Continued on back? YesD; Njﬁf



Page m

Date and Time;SZ 7/ L ‘l'.OOf m Lab Technicians(s) involved: Eyan 560&
) Protocol: Qubt Sosh Leveen
Reagents: Qumt-+ JDVA QR Budt v Anna QQ'\VEY
(%) 0. [ LI} RCaM

Qut-:T ASDVA BR_Shomdods &1 & #2.
py. 169 -~ SBUinm RR paduct Ap ad SEW

Procedure (with applicable notes):

Mix 1000uL working Solion i Microfuy $obe
- 54l Quant-it Reagort
- 4‘15/,.1_ Quwnt =it Ruster

/::Tuf |3ngfw?dwd | with 1904l ﬁuarfq:.nj so[:,y.-:a,\
' ?- B l' ;Z 'ﬁvn C\’yb.“)‘
Make Smf(d

AD- IpL Prodct AD w |99 4L worbuy Soltiwm

SEW - Il produck SEwW @/ {1 ul workiyy Seludle,
Results:

AD~ 197 4q /mL
SEV T BRI w9 /mL

CCess
e

Location of product: ;G¢M Pc oS B:m

Label on product: 159, same Y beg a3 we sdnide) wiAh
End Notes/Comments:_We 're. 9y !

NEXT STEP:

Continued on back? Yes D; No&/



Namel(s): A0 Gor0¢] Electroporation
1 e (fenseN

Speh Leogencl
Reagents: _LB

Page: L‘Zz

Cell Preparation

|Competent cells thawed? Yes£ No_

Amount? WML

Electroporation

Electroporation cuvette chilled? Yes_K No___
Amount of SOC added to culture tubes: 2 m l

DNA placed in m/f tubes? Yes& No_

Amount of DNA mixed with competent cells: Q_L—

Voltage used for electroporation: E( @) /

*Optimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

valtage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes_K No_

Cells shaken at 37°C? YesXNo_

Placed on ice? Yesz No___

Amount added: [M[

Start time: 790 End time: 2-'/0

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes X No___
Cells spun in centrifuge (10-15s)? Yesi No___
s/n decanted off? Yes_ X No___

Cells resuspended? Yesl No_

Dilutions performed:
10" Yes_X No___
10% Yes X No___
10 Yes_?_<_ No___
10" Yes X No___
10°Yes___ No_%_
10° Yes___ No_x_
107 Yes___ No_»
10®Yes___No_X
10° Yes___No_“%

Amount of solution: 1004sL

Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

Labels on products: ki - L > L<ONkion Fartoe? 6-B-14 JL

Location of products: m_ Room

Next steps: _&e‘e._whm-_%w

) ﬁﬁ o
Signatur ?\M\M
From: http://www.oardgGhiosstate.edu/stookingerlab/Protocols/Electroporation.pdf




Page 1_?—3

Date and Time: &/g/1¢ Performed by:  J=cs),  Sedat

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

SEwW ) anr | 1080al, ~ 9 547l SEW

H?A‘z (L

PROCEDURE
= K¥7soe!
Material Location _"—-IM—L*{JMT LI9% wi K
t"_‘ﬂ,ltmkw = 507wt 4D
W7wg lime

o Buffer A/\/Eg ad ) SEW  we AD Foowm gy 17'
o DNA__SEW, AD, tf75e0l (1ot @ fCe7 swel

QUM Y9 y
o Enzyme Xba 1 . Pts 2 o SE
AMOUNT ~ytpe| aggal A
MATERIALS | TYPE USED o™ 735 Label
; . S A L -\ Kiu
Buffer AVEB }I@U} AL D(!év TS T Feltupe
DNA e §75200( 735wl Total Reaction Volume 25wl
Xhad fwr
|
Enzyme(s) |pts 4 {anl~
Water DEPC 1249wl
Larel K feriohe
Construct a table with this format for each reaction that you do today.
Bufhen wed® R MEB2L 7wl
DM AD 5,076 . $EW §oe7mt
_ i fabel § Pertobe
XbﬁLi (ML\ «d lML—
Eﬂ?m
pts 1 [P fist | wad~
(AACL’(—’CY‘ DCP(' 1S 434 wl~ bqﬂc f(. (';MW(/-
~ cantels ATE ! There
wes (et fmu;f/z
SEw preduct fo
GEndoct- a n?a{we_(a,,m‘
5016 - tonir s
done

bl ~AD potepe layre ( RIS THYS



Start Time of Incubation: |C' &3 2

End Time of Incubation: U\ #&gm

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): Zz ? C
Metho@sed for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

T Plswid Bay

Labe| ot producks

~ Ry eol &
sewieg proboct A )3
x Sewiy floduct $€ (23
jg’ v gzSool wagmye (73
sewing foduct AD
npfvc w2
NEXT STEP:




Name(s):

Date and Time:

Liquid Culture

Page # \ 7‘%

Tacob Jodot

Alncy Gatvey

[ feO

5/6( ¥

Amount of LB used: S mi,
Part Used: Missle {H7 loﬁoﬂ Geatonm'c Dmd Boy

Antibiotic Used: ___ A\ QA E

Amount of Antibiotic Used: A

Concentration of Antibiotic: _

T did 13 whetes

Label on Product:  Besl, Arissle JH7

Location of Product:___ WalM Ywom

Next Step:




Page # / 25

Name(s): Josigit Wickc
Date and Time: 5/‘?/!!-{ 4-'905,”-/1
Liguid Culture
Amount of LB used: Sm L
Part Used: /?/m/ ¥4 /29 (F,(om LAGE /72_>
Antibiotic Used: »4m'/
Amount of Antibiotic Used: /6 ul
Concentration of Antibiotic: lo Omvr'/m- L /_/ /(' Ja«c'f
pEpm——————— - - - = e m— ——-——____‘__‘_____‘_‘_‘_-_-‘_‘_

ol LB ounf  Gml

(ot Ded ol © 7?7 (From (6 /?a)
Afr\HLf}ﬂT(rC Used 4«/‘/

Amovn ¥ Mt Dy [0t

Cpmfgul-{aj(lt“ _j_h 4"(’!(4(0%“ [170’,«}/;»4(_ LZ /7(04/1/07[

—

—

—
—

Label on Product:  Zodid A Ll e 23 /m/f /-q/ 9/‘? R

Location of Product: Wa/m V(co w

Next Step: -ﬁ?#ﬂ (4/9" Yallids f,,;p,(f‘,.}"{, (A(ak ﬁ/ yfas//l\)
66«(0!/ IA”Q




Page [76

Date and Time: Gh ![ﬂ §-4spm Lab Technicians(s) involved: _Jesiap B icke
Protocol:__AK.hit MM
Reagents: _Aung 6

Procedure (with applicable notes):
ving He dgut of  £375001 —Gop
(1 eb SEW Per povdet
n on of Sew few + AD ’,,,(w{

g{ Stoducds - gef 116wt of wb-'y sohton |

(D - keesr -9¢f Ml .
-,’éu (c‘ ,fdul VoS - U] "
-Stw Peit - AQ prod' v " n " \

Results:

K- 310 49/...1. - 351,39

@ - 24y H[,.L‘ - 149%Y.44 How weih mma/}/ A'f 50 ».»o;/.m:é
®- 36.9 ,a,/..L - eyt

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Page

Lab Technicians(s) involved: Panp CipR\EY

Date and Time: 57 -4
Protocol: T DNA Ligare Mamew) Mogizoson
Reagents: Josaw Ry €

Procedure (with applicable notes):

2ul o Wx TH DNA Ligase Bofe

i Ngo”.'vc} ~
Achal f:l:’u”vn Avhal Ligatom @ ‘ .
sew @) sev+40@ & @ . NY
Lal ONA Lispse Ll OWA Lyase [lul DNA Lot [Lul DNA s —— bl ONA Laase
WIShEU | ok | VIR RRT) | e
e T 3 ' o P2 XAD
‘. \ NG e SEW
L L i — | sy e e ek oiagsy
) ogs Y ' 1 1S b L A
iy pue m:'g““‘“" OepC DepC
Ol 11 O3k €15 g ; \ Sl v§ .l
Dee L \§.5S b
Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes [:I; No D



Name(s): M@&V Electroporation Page: li}

Metrpew Moetensen
Reagents:
Cell Preparation
ICompetent cells thawed? Yes X No___ (F eols Nissig Q3 Amount? 50l
N ¥ 7

Electroporation

Electroporation cuvette chilled? YesX No___

LS <
Amount of-$8€.added to culture tubes: @L

DNA placed in m/f tubes? Yes7x_ No____ Placed onice? Yes No___
Amount of DNA mixed with competent cells: _Qul

Voltage used for electroporation: €co l
*Optimum voltage for E. coli is 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired
valtage of 1,200 to 1,900 volts.

LS
S6€ immediately added after electroporation? YesA_ No_ Amount added: _\ myL-
Celis shaken at 37°C? YesA No____ Start time: End time:

Serial Dilution - Np Cevial Dilufion was dond
Cells transferred to 1 mL m/f tube? YesﬁNo'&

Cells spunin c /fuga (10-15s)? Yes%No gg 7
s/n decanted off? Yes NOX_ 7 /

Py
.

Cells resuspended? Yesé No X / Amount of solution:

Dllutloné performed

10 Yes____ Volumes:

10 Yes " Volumes:

10?3 Yés No T Volumes: \‘\\
Yes___ 2 Volumes: ; %

10° Yes____ / Volumes: '

10° Yes____ Volumes:

107 Yes_ Volumes:

10°® Yes__No___ Volumes:

10°Yes___No___ Volumes:

Labels on products: £ ggxnis Pedluct> AG C-Q- 14

Location of products:M
Next steps: Vo4

Signature:(___ .
From: http://www.oardc.ohio-staferedu/stockingerlab/Protocols/Electroporation. pdf

#it Qamed Gom Mo results Yook Bocdi Nissie QIF i Ol eo\ ““%\‘m(
Ws vesiskan®e Yo AL Yhate oedioldkies ave  ering deaded)



Page 175

Date and Time: 2/¢¢/14 Lab Technicians(s) involved: matthey Mo teny,.
Protocol:_Plaky Anm_Garva,
Reagents:

Procedure (with applicable notes):
F[Q}L(d 10g,L <f U?)w'd cultvre of Ecoli Niscle 197 oa lamg, ‘dlloq ad | Kaa p}ck
m order "\‘O G‘\C(l‘ ‘(or na*urc.l f‘&s:d‘(n('q:

Results:

no rm’i‘i/m/ r‘es’fsfances — UM ’%Mw 5 l‘//;q

Location of product: Wee m Room
Label on product:Eco Nissile |97  Mwm A6 Sfio/y
End Notes/Comments: Checle fa 13+ 24 houg

NEXT STEP:

Continued on back? Yes D; NoD



Page_’_—)?
Gel Electrophoresis Name: (it e feoaces
Date :_5/(4/(4
Time:__lodwe

% Agarose: l 'Z).?o-z,z*ﬂj fom,

Lane Reagents

1 | Reminders:
Add Gel Green

g J Add Loading Dye
Run Red

: |

4 |
5 kugomu:l(’)

6 W owm Uzq‘,

g2
8 | Lk |

Reagents used:
(),‘fj A>¢_,.,5‘_ & Spal X\ Teo

Canl WA Snplc T [ anl doye
Sad ZUs Lidny d7e,

rdf{_p(, ‘Bf RI\J‘H/ ﬁl”‘) "IM

Nides ot WS by
Bl Jh

T leckin [ ke v crenckd T £5M
\kﬁ¥hwz4Wk’M "“’"“”"‘f’? Svee A 'W‘j
T e e WY <)w> Y beemnge s sty e b
bt W\Lr«o&—d WA Lo SICIY e ar< N,+» contrdan b
Bl & gubing e e ally Hroh eleckeporection
X {iloed Avrw op /e behng fmwdrj
~TW¢ 15 Wase ve exkanded faafl\7 J(L\.[lf‘cww(-(—w‘""



Gel Electrophoresis Name:
Date :

Time:

NEXT STEP:




EI\CW% Yo i ‘”’“ﬂm’iw[ ovr e e kot o n 7#//‘1]

Page [ZU

Date and Time: §| L"\llb\ ’ U Performed by: R Mrma&f[ _)——0(}» lereronte

{
Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample hse lageu [wnbond
Tube + Gel | - | 114
weight L4 L5 1L
Empty tube |; o 2L | Xq38

weight % - o
Gel Weight G2 my | jO0DdSma| Bl my
Buffer QG 290 M | D09 el | Q3L
Isopropanol Qruml | qo3ml | plesl

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: EC TSI 1) Seange; 120010 \ision | Gelerdon Chan

Location of Product:  Pleg~r? b,y
bt
Next Step: / ‘
p {|,.)L;/+‘,IU"’/ C"(Cc{ro/of“fﬁ(w\




Page €|

Sewin
PCR J
Date and Time: /514 Performed by:  Chwgn Window ; Saesh Sedat
Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer lsoHSeyg ag R aesier m'x RSt
dNTPs in. MM _—
Forward Primer__ 3§ (p.i54) (4 primer in fuhe A, 125wl 5 Sl
Reverse Primer k< 7swe| }’,,.!M) Faymmo i wbe A ', Lo w,z.\ Sl
Template DNA X - > ' —

Taq DNA Polymerase jn mm o
Nuclease-free water Dep ¢ N e B ASwl

26wl R)Xh

Procedure:

There, was net e‘mwg‘\ kg725oel , or [U38090 Lor Lyle B, se @nl# Seme Was pot

bt Fobe
Tlaaking princrs A jand 0 WO (0 I fshe 4 beause et Bas been mone SudeesS

Wehen the Panking primess are f eseat-

Symbol on lid | Content in PCR tube

A Sl (215280 S whe k37500l | [2.5uke MM 137 oL Apriner, 136 wt]) primer

B Sald  JRISIIO , & wrl KZS0S] | 13Swie iy , A5l Dep C

Temperature Settings wsed Bgls

Denaturation 45 ¢c

Annealing 60°C

Extension 7a9C

Final 4°C
Number of cycles: 34 Time of completion: $!3¢&
Label on product(s): s f ;‘iﬁ,‘ﬁ:fé ’,%fﬁ Location of product(s) FER box

End notes/comments:

17 T o ene )

NEXT STEP:

Avv (m%”

exé .
Ron 66’, ‘eﬁmcf‘/’\.mf‘;

Continued on back? Yes D ; No g



Page if__l

Gel Electrophoresis Name: (hristy Winsluw + Jacob Jodaf
Date : §/15 /14
Time:_6:45p.m

% Agarose: I %

lage Beagents toallly by anl  (abder Wele Bundin fhe brobrick box

1 l Reminders:
Add Gel Green

2 | Add Loading Dye
Run Red

: |

4 |

5 |

® l 1t B Q;.m\ LV loadiny dye

7 | 25wl A@W) tswt laadir} e

8 Ladd a\feds by foading ¢ s

| WLQP W%w”*_ — -0k
Crted gel st T:0% prm
Zud qel at

Reagents used:

L5 ‘(9 Ajamse, LE
50mt  1X TAE Buffe,
25wi ge] ved
A= Sewiny PR froduct w/#!mfa‘ry; Mo

= Sewiv%_ pck proluct vio @(mk?ry prmeas

3,,( sfarted runnlng of 730 pm of 00V



Gel Electrophoresis Name:
Date :
Time:

Picture

Results

Sgccess/’r//./ Strong band  for the lane with A" anv He

1%/;1'/@ ‘fn“mers- Band estimated at =~ 400bp ; we we.—e
r o 562 bond We shodd dovble check with
Qn.o#ltr Fc/‘s«?n ‘chy}q.

[ ao/m'rz 9

A rhe Bandin Jane A s He Lewing PR fodick oy gk 314900

we cent tell
6 by 471 b

NEXT STEP:

Do (el ot Sewing plodects reyifo rs7s0el ad K3H200 1L Hie Sving
‘ ”ﬁ@ é et theke3itac0 then Sebvity PR wes Pitll Suicesfl




Page /ﬁ 3

Date and Time: L/ 30{[“\ Performed by: (), \ cchuel"
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed L
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100puL [700 AL
e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 _:s mb
4. Subtract #3 from #2_1£9/.5 |
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsSDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1puL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results
Sample Name

Page Concentration
K21610% (el snlonoloen) S 0195 #Sleml [/ 390 g (G 12 8%

Kigig (o v ) Quiff3aalnl ) 326 pmslanl] > 33

Jpalald (v *! ) 0.0 0§M§INLI/1'/0A')IM(_, »>23.&
Koy ibn (Roedlachion Jett) S[m [

(.06 7 msiml [ 1§ mslart > 4.3
Soieta bl (™~ l\) Ulglq_,, ,;L/wl,,/ % ?M}/ML 5 0.6

= - C( -—) 54 _
‘;) L ~C ) [ - ,7’ {7 - (2-82
CZ‘&r U")""Myp



Page _/2(7

Date and Time: I/ 30/! E\ Lab Technicians(s) involved:  2a.( Bund
Protocol: [ ¢ M _Deaned S
Reagents: ’

Pigec Dgest  herdead (o exbrack

Procedure (with ap e e oy

kiS00 "E'Wf_""-'l"lbq
I v =
Tuorh e e
| A (quu&\mf‘ - (L/:(_

Vu/‘l"—/‘ /)NA

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Edy oot

Continued on back? Yes D; NOD




Name(s): nlig( IweopzZ. Electroporation page: |89
e

(PNQ" R.D, k213109 248010 , Dt (o

<smwgumts: (ol o Joo(B haiflen) husele, 3oango

Cell Preparation
[Competent cells thawed? Yes_~_ 7 No___ Amount?_C conse <\ Frle<

Electroporation

Electroporation cuvette chilled? Yes_Y“_ ‘/ No__ E C)\\
e =¥ ion
Amount ofigbadded to culture tubes: Mf‘" L 66 %Q/Q{ XXCC k-—fg;\

DNA placed in m/f tubes? Yesi No___ Placed onice? Yesi No__

Amount of DNA mixed with competent celis: Zm

Voltage used for electroporation: fC |
*Optimum voltage for E. coli is 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired
voltage of 1,200 to 1,900 volts.

LhG [ pesie
$08 immediately added after electroporation? Yes \/_ \./ No__ Amount added:
Cells shaken at 37°C? Yes;/ No__ Start time: ‘3 End time:

Serial Dilution
Cells transferred to 1 mL m/f tube? Yes_l[ No__

Cells spun in centrifuge (10-15s)? Yesi No___

s/n decanted off? Yesi No___

Dilutions performed: - .
10" Yes V" No___ Volumes: Ll
10° Yes_y” No___ /{ﬁf% Volumes:

10-2 Yes_ No___ 0 g&d—- Volumes:
10” Yes_v No___ \0 ny Volumes:
5

Cells resuspended? Yesi No__ QQa}@ Amount of solution: l,g \ .

107 Yes_yv No_ Volumes:
10°Yes___ No_V_ \ 0'" Volumes:

107 Yes___No_v_ Volumes:

10' Yes_  No_v_ Volumes: F
10° Yes No &/ Volumes: \l

(¢
Labels on products D mo O@D / 4— @ Ar P\ A BO
Location of products: \Qba e o \OsK
Next steps: m;‘l L{!’G“ o ﬁk\.&w

Signature:
From: http://www.oardc.ohio-state.edu/stockingeriab/Protocols/Electroporation.pdf




VLS
¢ ol
\\L%L(éo(g ;
\SO\D 3
Yolat ‘c @% C
viz/\s-\ 04- | QO \Oo ‘:~ w
\L@\%\DA? % |
) |
0° 1o ‘
q
A e
\@0
&3

=3

20 W
-t
\8)



Page(} ‘8@
Date and Time: 5 - 3D -] L]L Lab Technicians(s) involved: Mf ¢
Protocol: / Egﬁh 378} e,
Reagents: 19 Do (’30% Bllﬂﬁu

T4 DNA Licao( <R

Procedure (with applicable notes):

| ul DNR \\05&85{

K8 FS00\ ba%zs-% s L3S\

58Wing PCR + AD 'D\%Lg% Ll 2ol
DQPQ AL EYNE

20l of WxTH DNA Lo@&w

o SN

<

Results:

NEXT STEP:

ElectroporahioN

Continued on back? Yes D; No



Name(s):QM@f_\)% % Electroporation Page: 13_’-(—

pAA LA 7590\

FHING AD

Cell Preparation
[Competent cells thawed? Yes_ﬁ No__ Amount? |

Electroporation

Electroporation cuvette chilled? Yesbé_ No

L,
Amount of $€édded to culture tubes: & Y\

DNA placed in m/f tubes? Yes No__ Placed on ice? Yes_& No___

Amount of DNA mixed with competent cells: Q t_&\q— l\j@%&\ MO a.C C\
- . ®
Voltage used for eIectroporation:iGSl_-

*Optimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired
voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes_& No____ Amount added: ML
Cells shaken at 37°C? Yes No__ Start time: lfb End time: E&Ei‘:

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes___ No___

Cells spun in centrifuge (10-15s)? Yes___ No___

s/n decanted off? Yes___ No___

Cells resuspended? Yes___ No___ Amount of solution:

Dilutions performed

10° Yesi No_ Volumes:
10% Yes XX No___ Volumes:
10° Yes X_No___ Volumes:
10 Yes_X_No___ Volumes:
10° Yes_ X No___ Volumes:
10°Yes~ No___ Volumes:
10" Yes___No___

_ N OZJ\ Volumes:
102 Y. No_ Cg Volumes:
totves o 0 b&QﬁnM 8 s

E

Labels on products: \4@3’4{5@\\ > ;g({/w J %;1:(0 %\ % Q
15? {

Location of products:

Next steps: ('LC{ (4 ﬂé @A‘_QMVQ_E@_‘ (Y\’QJ
N ' \

P

Signature:

From: http:fAvww.oardc.chio-state.edu/stockingerlab/Protocols/Electroporation.pdf \}(\






Page 185

Date and Time: ¢/ 2/(Y Lab Technicians(s) involved: Dewel Selzell,—

¥ wA
Protocol: (eekia® WP §ema Bl b e hl‘?.,..
Reagents: LA bre At
-G.f\’p
Xk h, il awboelare

Procedure (with applicable notes):<m | , .\

\\_s,jasho Bont?
9 L[ oC9)
- Ml—‘-‘ tn Sooml H ol % oo clone.

=) f‘(M,S/v) LB botn

-

fF (Moo
<l penr 0.34[""' woan < (e B pledes

<t (7%( SHLLS broAh (ol 3l cF pus & od‘{) e ool bohs

Results:
Location of product:  -bwe=p= a@-ﬂw Uk ol L8 In berm vn [ eyay plede o destu %
Label on product: Npeno £ dule ' Yoo

End Notes/Comments:

NEXT STEP:

Ligadsor & et i

Continued on back? Yes D; NOD



Page Lm

Date and Time: [/11( W Performed by: Jard SJ,LQ,./.
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed 3_
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100pL /66 a4 [
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 §.$ A\
4. Subtract #3 from #2 \041.$ AL
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199ul. master mix with 1pL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Resullts S Page Concentration
Sample Name A5yl 70.2 mg/nl
Jonngo Ml Cﬂlv\l(v‘) . . 2.0 -
vetstow mop (- ) W\L
Fatsoio mop. 0 ~ ?
30M950 — " 10 .2 m 0407 b | mL 197 L
— 5 9 Kl T
P | sl 20107 wy o
) . .
. 21 - “1 o
2oy = LM _oMlay 2 Laal 538l
| el (- 0"’12,,4.‘5 = A;
B ok un
OW\L Kttt o 1) NIy L ogp Mg 1) sl
ImL = ‘2‘75/»\’_
[ Al 0-07’7,».5 —

5
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Page !_70

Date and Time: d/ 2/ [ Y Performed by:

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE
Material Location
o Buffer N3¢ fL 1.\

o DNA__ 504490, 28010, 2§ (o4 (forslfiq """“/”“/'j
o Enzyme f;/'éj_ £ éw@j

AMOUNT
MATERIALS | TYPE USED
Buffer /\/iﬂ 2.1 2.8 /"\/L
e

DNA Juhgo WA 7 Total Reaction Volume e s

$Ps g (.{ L oF
Enzyme(s) |[{tonz e
Water DEPC ¥ .

Construct a table with this format for each reaction that you do today.

b | wigar | xSt L
k1S bov M‘:"l-ggm\— \ l_\\.L/rt
Tedal 25 Al w?
$° MC”M
,;(.d"' N \D‘ﬂr}’
RaY
V\P...\f wL ('\
o g
5, X"
v A NEgT A sl
¢ . \m\gw .0 .0 Totut 25 ~~L
]I 5?&1 [P W

& - { Lo RT LS o
LN DiPL s-SMk’



(U0
.0

Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): 37
Method used for Quenching the Reaction (different for different enzyines)
(57 o 2ommn

Where did you store your finished product and what did you label it?
70‘«‘11_'0 Q,O/ C{L‘\b\
e 1

-l . ;-
n b 7 4 cean Faok/
7

EXNIAYY

NEXT STEP:



Page _/ ’[/

Date and Time: (/3((Y_; $-30 Performed by: /)""N’ \ 5 s
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed 3_
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL 190 an (
® Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 5.5 a
4. Subtract #3 from #2_[994.5 m|
5. Find a tube capable of holding #2 worth of liquid
¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name ) Page Concentration
JounasSo R.p. Cerzitw) 2.9.0 M9/mm)
aSteh R, (el ) 24 My fml
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page [{Z

Date and Time: 60314 Lab Technicians(s) involved: ﬂ/—u Sl i
Protocol: [ %, .
Reagents: 1 puh uge, Ru‘&r; T 0 U4 ate

Procedure (with applicable notes):

. KL K2iGtoY Covrde 1 7] 7
WAL wer | HSMa] 1344 u | 1728
ThooMkligase Relbee | L o) Ll p= S
T bola Usete bomt |0 el [
Ve dur ING V6 16 W\ | — o
T asarked o/ 1)l .08 A\ =

efe N op<
= ok L (0"-'“"‘"41‘ G/I\Uvd‘-/'v- a“&“”‘w 4@ -(’LLA f‘

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? YesD; No D



Name(s): t@ §o(m.A/ Electroporation Page: 2 2

fora Jouugo 25101 7 2SO0
Reagents:

Cell Preparation
|Cornpetent cells thawed? Yes_L No___ Amount?

Electroporation

Electroporation cuvette chilled? Yes_}i__ No__

LB
Amount of SGC added to culture tubes: (ML

DNA placed in m/f tubes? YesXX__No___ Placed onice? Yes_X_ No___

S

Amount of DNA mixed with competent cells:

Voltage used for electroporation: QCD <
*Optimum voltage for £. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired
voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes % No___ Amount added: (/v\’[-

Cells shaken at 37°C? YesY_ No_ Start time: End time:

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes___ No___

Cells spun in centrifuge (10-15s)? Yes___ No___

s/n decanted off? Yes___No___

Cells resuspended? Yes___ No____ Amount of solution:

Dilutions performed:

10'Yes___ No___ Volumes:
10%Yes___No___ Volumes:
10° Yes__ No___ Volumes:
10*Yes___ No___ Volumes:
10°Yes___ No___ Volumes:
10°Yes___No___ Volumes:
107 Yes___No___ Volumes:
10%Yes__ No___ Volumes:
10°Yes__ No___ Volumes:

Labels on products: =2 |

Location of products‘

Next steps:
\3} Mrted]) i) Ko ot g ()l"'ﬁf« In ‘*"’”TW
e
Signature:
From: http://www.oardc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf (/V} ")C"th' é” (" t

0.5 3

T WA
)

\'(\u\» <ine Lu’{-w\ 6/ B(\b\



Gel Electrophoresis

Page p.l%

Name: Jaccb Sodat

Date:_&44/\4
Time: 4.’@5¥m
% Agarose: %%
Lane Reagents
' Reminders:
| Add Gel Green
2 ' Add Loading Dye
Run Red
’ |
. ~ 1
N 7.-$_wL K‘?lf-w Qlw LS locxin:j_ A_},{
- > FIE YA i
: 25wl €75 (@.B@ .
S wil
6 25 .0 8 (P80
$ .G whk vt
/ 25l 4 @O
8 Lodder alfeady hus loakingdye in it
wil
| d~le kb
&
y@'“m%i‘}?”

belshoted ot £S3 py  at (0aV el ot SISXpM |0 dkitsen s 20k

Reagents used:
5¢ g st LE
Some % TAE. bofles

25wl 31(-;] e
A= Sowing PCR Product w/ Honking privers ¢ ¢ 3 b
B> Sewing PR pro doet w/o Aanleing primats

(875001 = Pkt proboct (haekl A 4y wize) S5 b

(314200 = PCR producy (hbl-e:( P on fy. D@) 477[)':’

Stalk at  gPO) pim  (UR B0 €IS fo Sepelnhe Hht hands 2GS

drole Kfﬁm& (T34 200 ‘{3“"“‘!”“5‘5 14 and 1% are Usedup,so Tosel the Pel Prodoets

PcR (roduets

Lo eatiier(pIa¢,p430)



Gel Electrophoresis Name:
Date :
Time:

Picture

Results
The bend ;';!’f{v;f;n 400 wnd STOKp (ks Hhe sume For sewiy PR froduct A and fC3H20050
I do rlu‘t'Rn&-'-A Sewhy fefe wotfed , sine the prodoct Shevld have @ hjher },F jcn}ﬂ‘ There did M(-arpeur%
be e SSPP bend n the Sewing i prodoct 4,0 [SHAGD B 1ot in fhe Prodect =gecd.

?ati\eé

NEXT STEP: Conself matt/Aam fo see ;€ Scuing PCR_hasto be fedsne




Page# |95

Zac kur;/ aﬁ’ P
Tacob Jacj o

Name(s):

Date and Time: 5/{//‘/

Liquid Culture

Amount of LB used: __ bm[f 'yzyq[u& ; 20ml Foin |
Part Used: K7(5/C§¥ 2z JO¥Y fo

\
Antibiotic Used: A—M;O / &V\M
Y :
Amount of Antibiotic Used: /0«’”‘/;’ 3.5

v Voo
Concentration of Antibiotic: l0o "'fﬂ/.rh/,; £5) 2%-\‘

Label on Product: Poﬂ(«‘;‘, ﬁnﬁi"ﬂﬁ( 3 Dcxl-c ,.Ijn.j/?n(f
+ 7 [
Location of Product:_p/av'm (oo, ‘:Z—;'PWWJ-J@‘#SA%M

Next Step: ] N)'pre P




Page g

_ Zymo Mini Prep
Name(s): Do (Lot

Date and Time; 62111 . 8 1o Am

Check off as you
complete the steps

Procedure:

Bacteria used: \«ut’ 11 Cmvy'j/ Jean(o Cen)
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant.......................
Note: This step differs from the printed instructions
2. Resuspend in 525uL of buffer sterile DI...... seenummusmmessssiins snmiaeis sas o
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL
3. Add 100pL7X Lysis BUTTer. .. . siumaninecsinsss i casssisnsssvoismsbissss snssmmesssms ey ons sommmn
Invert 4-6 times (less than Sminutes until next step)
4. Add 350pL Neutralization Buffer...............coooiiiiiiiiii e,
Inverting 4-6 times immediately
. Centrifuge 6min at 130001PIM. ... ...oeiiiiitiiii it enes
. Pipet supernatant into a QIAprep spin column................oooviiiiiiiii e,
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
. Add 200puL Endo-Wash Buffer to columm..............oooiiiiiiiiiiiiiiiiiiee v eeirnenens
Centrifuge 30-60sec and then discard flow through
. Add 400pL of Zyppy Wash Buffer to column...............cooeiiiiiiiiiiiiiiiiceeeeieaeane,
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube. ... ......c.ovuuiuiriieieieie e eeeeeaananns
10. Add 30pL Zyppy Elution Buffer to column.............ccooeuiiiniiiiiiiiiiiieieeee e,
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through................cocovviivininninnn.,
12. Label and store in -20°C for later use. . ..cusssmmssrmssminassssisssemsbs s iosasisesss

W

)

~

o]

Label on centrifuge tube:  ¢/HH Jevase oo kaiSloq pnipoef
Location of product: S Flagasd Sex

Deviations from Procedure and other Notes: oy Q‘LQ”Y'\ PP LU VI NI Qﬂ\_]

NEXT STEP: Al 8 Hen R

Continued on back? Yes I;No




Gel Electrophoresis

% Agarose: ]

Lane Reagents

Page 177
Name: 0/‘.\,4,( gowf 3’(“\

Date : 6/(0/(

Time: g:($M

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:

2. ) Lt~

3.5 seapleA

MW



Gel Electrophoresis Name:
Date :
Time:

Picture

Results

focd  losks Vhe g s i,

NEXTSTEP: g o 4/ 35 lesy 4, .

fd :? h2\5104

\"\rg)t, l\ Wh"““‘h‘a




Page

Date and Time: Performed by: powvsl S/ Dosl \eiare~ra

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed ¢

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200puL and add an extra 100uL ”Lo A
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent. ‘
3. Take #2 and divide it by 2005
4. Subtract #3 from #2 \(q1:5
5. Find a tube capable of holding #2 worth of liquid
¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
¢ Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample 1&64
5. Once all of your samples have been run, simply discard the tubes.

18



Results

Sample Name Page Concentration
K25t0n CAD pinipens 259 pad/ 0]
O 229 ML/l
v ey 245 pal feol.
Jaunfo (AT * €79 paabiml
v R (21 AL/ mL
W 922 iud,lml,




Page ﬂf_

Date and Time: _{/18/(4 Performed by: e lrsetry S5 f epsenen

Restriction Enzyme Digest

- Optiunal Digestion is reached by using the correct reaction volume of your
components. SO BE CARFFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NH)) Bn,\ﬁpu’)’lb(
¢
o DNA ”3!““‘”(/29141*‘(6\1(:1,&&,!
o Enzyme gpil{; ECORL —
RS pebubl rld
AMOUNT ete (fmc,?/v% WY B S
MATERIALS | TYPE USED & st ppc
Buffer vEb2 '3 g/u/’ (SNF&/W'PQ/
Al s o
uvl,q
DNA Jonnso '5/"‘" faction Volume 235 ad L - )
$pg 1 1.5 gl
Enzyme(s) feoRd |5 {:l
Water DEPC WS )
7

['iw{(vl bhrou s ‘7(/’
Vi G

((/n\‘re( 6rg.vv 57?

’___bst Tope [ Amh. Licd \ —_ grwwﬂﬁ’/

bl MEB L 2.5 M fufer NESLY 2.5l
n/A Rwion 15 DA Teukgs el
——-—-—-"'"""_?P—E.r‘ 145 {rvigae e 2 1S A
Loy ¢ \s/w 7

oo IS LT SRV TR ¥ PV
Lk ) DEpC WS

COM\« 'Lr‘ { (< £

Ll vid 2! Lf pad

A —
—— w . 2§t NA W Y
aC f Wl (S
L e 2ant woookagen st oyt € [- ‘
(v feo 2 I- S v fl’tl ('f/""‘ w“w Oif‘: T‘IM

P2 L S RPN | DEPC ,q/v\'

[



1) 55 i

Start Time of Incubation:
End Time of Incubation: 1] -39 (HA

Note: incubation time is typically 1 hour
3O
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzyines)

£5°C 20t

Where did you store your finished product and what did you label it?

N | kbl AN A
| (\J‘Q—X’—/ZJJ'_ /,Wﬁ XS’/K;L#/;gkj

|/

NEXT STEP: [ I8 9J N




Page# 200

Zcu’/l'\ Q)\/M

Name(s):

Date and Time: é// O’// H

Liquid Culture

Amount of LB used: _ 5ml each x §Fube
Part Used: ) He = o Nisde 1917

Antibiotic Used: nore
Amount of Antibiotic Used: N A
Concentration of Antibiotic: NA’

/ o , . N
Label on Product: PW—L!, 4//{//%, 204 (@FM\% -I—g()ﬂ')

Location of Product: I~ &AM (Do~ O~ {Aa{@if"

Next Step:




Date and Time: é,//(?//ﬁL
5380 p

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page i which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY dewiations from the protocol.

PROCEDURE

Material Location

o Buffer
o DNA [J7Sey |

NMEDB A

Page _52_(1 \

Performed by: T, b Tods

Lo Ahe Bobvick beY

from pagy 162 inthe glugmdbey

o Enzyme V*P-S 7 I,‘{\Lc( 7

From the hiohtrck box

AMOUNT
MATERIALS | TYPE USED
Buffer /lrE\?p?,I 2S5l
DNA RV 7500l 735wt
I
Enzyme(s) s fantl-
Water DEPC (30501

Ued e amapnds from pel 732

Total Reaction Volume A Swl

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: & 9

End Time of Incubation: ¢ - 3‘?

Note: incubation time 1s typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)
n(‘:”q% Inacy Vatisn S “( for Q(Dw(;n ;

17°%¢

Where did you store your finished product and what did you label it?

2. R(p[@“ o) [C375 00l vajes\cct,l &diof4
Tt r\&SW«zﬂ bo X
Faphet=
T voaskared SOl prsq per Dr, Henke

g © w L KLCK Q an 4
to  metueenfnidue fubes  and vt Thom in 4he £..'0Lr.‘ck»\5f~<u«b£}

Lﬂ’f» / v(e these €ﬂZ}M‘€f So we€ A"VH‘ fove vo Yake them Lrem Hoe
Sfecit evety finve

NEXT STEP:




Page 29T

Gel Electrophoresis Name: &4‘ sevemd o~
Date: /iy ' l'f-ww
Time: t): oA m

% Agarose: !

Lane Reagents

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:

¥ K4 = )o/_[ K ONA  For endk Smple A "L/k""d') J>'L

g.s 5 0-’)1./'/"‘

”UY\'\L \\TF‘ER{Q/
T.¢ \Gu\(\u)
{\A



P

Gel Electrophoresis Names,_ /
Date :
N

Time:

Picture

Results

NEXT STEP: () ek




2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.

jagkw

Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

Page 205

Date and Time: 5’ / //// Y Db Performed by: 240 6]!!%”(, Dcm?d _j;_/j\\@c.'ﬂ((;'
Gel Extraction

3. Weigh the tubes with the DNA samples inserted. Calculate gel weight. A
Emphy T -Sampte— 1061 | 1.063 [ |45 | l.o#8 | Loss | [-Ces [1.070 |[%cl]
Fube + Gel
Suml P TOe KB | ()| Kald) | Kole) [K((B) |lg) |K0) |k
Tooer(od | Empty-tube _ . . })
et | weide L& 126 | l2t |20 |23 |32 |L20 |
Gel Weight NQug | 1974k | (5 | 152 ubh |INS 2l 2524 [ 130m4 | |L9 44
Buffer QG Bal | 551 ul | 495U | 45 lul| §754L | 750 ul| 370Ul | BT Ll
Isopropanol Ia 197 (S | 152 s 1252  |po 19

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product:
Location of Product:
Next Step:




Page 204

Date and Time: ('-: L‘ézlngf (D100 E/t‘/" Performed by: 2“'0(/\ B cner / Dq/&@[ fc;[f\f dtﬂq"-'/’
Sesh Lerererec

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample 059 | [.055 | 1.ots | (.00 | 1.O70 | )03
Tube + Gel

et o [ KDY | K() | (1) | W) | K W) | Ko o)
Empty tube | .

e (A | L2122 123 |36 122
Gel Weight [ZI( sl | [55ak | 155m7 | D0 w5 | 290 44 | [HO my
Buffer QG |33 .l | M(pSal | 465 ul | 510 - | 97041 | 420 4L
Isopropanol |24 uL 155 ML | 155 ul | [0 al | 290 4L | )40 «L

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at S0°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product:
Location of Product:
Next Step:




Page 205

Date and Time: 0{/{/ / Z/ (2500 PmPerformed by: o P 8 '?m As g Davde{ gc}\/mo[t/?
Torin Lesseamid.

Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.

3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample.  |58% | 1079 [ 1095 | 1055 | 1.0Gg [1.07q [1.0ky |[.D74
sl wargrr Pt | (B | R (e | K (89 | o) | Wy 1) Kl |y (W) |
Aot 08N [Ertytube . A
L | e Lo |12 (s Lz (1A | |[z0 g

Gel Weight [%0mq | [90 my | 30my | lbOmg | 220 mq 200mq | J30mq | C

Buffer QG 290mk | 570 #L | 390aL” | 430.4L |GGouml | Gooxt |20ul] |

Isopropanol (D ul | goul | 130ML| oL | 220 4l 2l | 30l | (

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product:
Location of Product:
Next Step:




Page 206

Date and Time: Cf///// 4 12500 M performed by: ZQ_Q[\ Lf)'({ p D“ ,\;ux,[ g‘km‘gjo;
Gel Extraction T Lewreres

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample 0S4 I, 074
Tube + Gel ) k L M N ;
weight Ky ) % Ky (07)
Empty tube .
weight 1 " 23
Gel Weight [§Omq o0 ng
Buffer QG Y204l Hpo ML
Isopropanol |40 4L |Gomd

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product:
Location of Product:
Next Step:




Page o0 )

Date and Time: 410 P 6/i/ls Lab Technicians(s) involved:  Jago) ol
Protocol: L1 fud 10

Reagents:

Procedure (with applicable notes):
| T§ WA L?“ se
(75000 plgest (35 we.

Sewitg LR + K] dipest ! 162wl
Defl (1403 amis

sl sf loxre PVA Ligse hofter

Results:

Location of product: P(GQ mid beX

Label on product: (ugaction of sewing pel frodvet 4 D il K§Zoo!
End Notes/Comments: '

NEXT STEP:

Flecktegstatn

Continued on back? Yes D; NOD



¢/li/

Name(s): _ <tob  Sodat Electroporation page: 205

fﬁ(ﬂa. Carvg

Cieted)
Reagents:__DAV/A | [K§7500] wd SE’L\".‘,\; b producy AD

Cell Preparation
Competent cells thawed? Yes_X_No___ Amount?__4 X asife (117 |

Electroporation

Electroporation cuvette chilled? Yes_X No__
Leg
Amount of;ﬁf added to culture tubes: l Ml
DNA placed in m/f tubes? Yes_x_ No___ Placed onice? Yesi No___
Amount of DNA mixed with competent cells: R » L.

Voltage used for electroporation: E(O 1
*QOptimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1¢m cuvette means a desired
voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes_& No___ Amount added: l‘k

Cells shaken at 37°C? Yes_X No___ Start time: MEnd time:
Serial Dilution

Cells transferred to 1 mL m/ftube? Yes_ No___

Cells spun in centrifuge (10-15s)? Yes___ No___

s/n decanted off? Yes___ No___

Cells resuspended? Yes___ No____ Amount of solution:

Dilutions performed:

10" Yes f;3 Nu'l_;‘_-l_ Volumes:
10? Yesz. Y No/,3 Volumes:
10°* Yes_if_g No2M Volumes:
10" Yes2-H NO.L,E_ Volumes:
10°Yes___ No___ Volumes:
10°Yes___ No___ Volumes:
107 Yes___No___ Volumes:
10%Yes  No___ Volumes:
10°Yes___No___ Volumes:

Labels on products: Ik 7501 +SEW PCR AD  Felpiyle (47  &-bi-1y
Location of products:_Weacn Reen,
Next steps: Fick (elojias

Signature:
From: http://www.oardc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf




Page# 2OA
Lac ‘r\ &DE/M/

Name(s):

Date and Time: A://Q//L/ 4 5§

Liquid Culture

Amount of LB used: Gnal x4 ziil |‘Wf

Part Used: _£7500] ¥ Sou P(.Q i @éol] /\/i SKZC (47

Antibiotic Used: _(C oro
Amount of Antibiotic Used: J/{/\ { fef ‘«bﬁ

Concentration of Antibiotic: _| O M /Muq/\/v/ jucal et
(fo.mﬂm{ 4,ALD‘H'“}

Label on Product: ¢ 7Sl +Se.s PR ﬂ/;‘gh-fc/f/,?, ¥ /Oj V/Z/&‘,ckl"’% &b
Location of Product:__ /(i [fodn ..S’}\“/-ﬂ/‘f pPutin of £SO PN
Next Step: @/ycw/ stock




Page # 2’-0

ZoL(/A 67/%/

Name(s):

é/k’uf’”/s/v(,i Date and Time: 0%3//9/ " 40PN

ure

!- adﬂ’l t
Amountof—I:B-used- 00, [ A :Ja x(wa/‘f + §c0Anl S‘D/{.,(/ -/ S I:KO)
coeld + 1825 2
Part Used: ¥ 200/ 5'4WPC( $ /l//rrlo/7/7 (2 3125l #70 glycord

( Noo finthecul b)

Antibiotic Used:

Amount of Antibiotic Used:

Concentration of Antibiotic:

ﬁ,\\ 6©

Label on Product: Wé §ol, g Bl Vil #("‘f"%ﬂdxfj/y 2b
Location of Product: - g0 C p/ﬁf}?’l/l/ /G‘Ef/ érx réE’M 2&/}

Next Step:
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Name(s): R’IGW 66@0‘2’

Date and Time: ((’)/) (ﬂ//4 M—ﬂ@.
st 1): Yo

Liquid Culture ~ _
T3 ls

‘ Amount of LB used: 6m) x H colhores

Part Used: E@BL{

Antibiotic Used: Amup

Amount of Antibiotic Used: _10 ) /4-be

Concentration of Antibiotic: JD_Q,%_&M q ol hoe

oVl = W Yo

| 5 s « U Mg

2 Komlod
3 Amp
l/\ \U/ul/,L«bL

5 ‘UU/IAJ/M,L ‘N Cull“’fc_

5 ol xU Colhores

\
2 K215009
3 Amg’
Y \L)/ML/)P)%
g lOO/ﬁj/ML N b

Quy

Label on Product: Yuy H | RG GG (A'l\ N ®d chape on SU(Q)
'%SU'\M E

Location of Product: \Wwerm Coom Shabe

Next Step:




| 5 ml set] coWres

N K 906000
3 Chlocp
Yo a/ Ak

O 10£8/ml incdiwe
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Zymo Mini Prep
Name(S):ﬂum Cgver , Mo Whereraseny

Date and Time:_(p-/% - /4

Check off as you
complete the steps

Procedure: Chloro A e Amp A\ e

Bacteria used: €3 600D 0 : %215007_ RoosY w215004 ™

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... 1/;
Note: This step differs from the printed instructions “]

2. Resuspend in 525pL of buffer sterile DL..........oviininiiiinii e
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL

3. Add T00RLTX Lysis BUFFT. .......ooeei ettt e e V]
Invert 4-6 times (less than Sminutes until next step)

4. Add 350pL Neutralization Buffer..............ouiuiiiinieiiiie it eeee e, vy
Inverting 4-6 times immediately o

5. Centrifuge 6min at 130001pm. . ........ s oy S R s e s Ll

6. Pipet supernatant into a QIAPIep SPin COIUMIM. ... ..uuuueunireeeinee e eeesee e eeeeeseeeeannn, A
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

7. Add 200pL Endo-Wash Buffer to column...............ooooiiiiiiiiiieii e, ‘
Centrifuge 30-60sec and then discard flow through

8. Add 400pL of Zyppy Wash Buffer to column...............oiiiiiniiiiiiii e eneennn, 1
Centrifuge 30-60sec and then discard flow through -

9. Transfer column to new microcentrifuge tubE. ... .ovvirieieiiieiiis i eaeeae e 1.

10. Add 30uL Zyppy Elution Buffer to cOlUmMIN. ............iuiinieiiiee e aaeseenne. v
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through...............coovviviiiniininin.. ) 4 /

12. Label and store in -20°C for 1ater US€........vuvuiuieiiiiniiinis it ee e ee e aenans -

Peamid
Label on centrifuge tube: <m<x- ) Resictencsy € RN

Location of product: Pa smid oy

Deviations from Procedure and other Notes:

)

NEXT STEP:

Continued on back? Yes

I;NO 7




Page X! 2

Date and Time: LQ—):F B H &:00pm Performed by: m#n}}ﬁ‘\,d maﬂ{wsg,t\) - ﬂN,\;g C‘MEVZY
Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed |0

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL. _ +~~
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 v~
4. Subtract #3 from #2 v~
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
caisijol A p.212 ALY

| K215304 B 4o *Smy

| k215002 A 184 /i,
Ka\s002 & lige “Sfm L
booad # 8l -S “YmL
20024 6 A a VOV /i
K 00000 A VDA B, w04 fal.
y30ucDoR Vv (U8 %L,

R AN




24
Pagem

Date and Time: (P"/ q -4 2 %n Performed by: ﬁMN [/ C"ﬁﬂv&‘f v Mﬂﬂ'ﬁﬁ'b\f MQ;@TEM%N

Restriction Enzyme Digest

Optimal Digestion is reached by using the correct reaction volume of your

components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NE% 2.\
o DNA_Kdiscoy, goosA , xJ) 008  yAS002
o EnzymeoetT  spe T, yoal

AMOUNT
MATERIALS | TYPE USED
Buffer NEB«Fren 21| 5,0
//L.'\I prt X 3
DNA 2vg k215104 B [He20 L Total Reaction Volume _ 50ut.
X‘JQI 2ul.
Enzyme(s) L NS 2ul.
Water DEPC 36.Pul
Construct a table with this format for each reaction that you do today.
Booay B 231 24 l‘i.g(‘)uL
”EQUHO‘ 1. hul
lan |E S ael 2L
A, M.ae.«al 3 "ne el - xl
Dep < 220l
NEBukter ++!  Bul NE BuFier 2 LN
xaom@uﬁy Aug m,.,n-"ov'— Kusood A(pua) Luy  He0Sul
nay/he SPCI Aul Enzym{ SjbeI 2, L
PstI 2ub Pstt 2wk
* oy <]
Dep C 28.luk, Dep € 29,95,k




Start Time of Incubation; / ﬁ

End Time of Incubation: L//

N
Note: icubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): S~

Method used for Quenching the Reaction (different for different enzymes)

il

7

Where did you store your finished product and what did you label it?

i GEM Ramee Py (Po.('\->'0'loaos+ p2\d AG ©-1F-14

NEXT STEP:




Page# 2 ]S

Name(s): SecSb Fodat

Date and Time: _5330??”1 ¢/17/1%

Liquid Culture

Amount of LB used: ‘m‘

vsed all 4 r"‘if/"f
Part Used: k7500l 4 [Cileoo n wsse LT Lpom glycerol stoe k

Antibiotic Used: (MOMM'%J}\‘EH scol

Amount of Antibiotic Used: Lol
Concentration of Antibiotic: /0#/,1 L

[abe(S
Qo = Stock B 4 dijveon 1O
% Slec LR # I

Zq. \ MLI[‘@J_ ‘N ?[yum[
3h / Stack

Lq
2b
e

?!J e
Label on Product: W from wiss)e M7 t__ L33, Sliz /14 JoEu
Location of Product:_(Mmﬂm_(}mW\

Next Step: /M”C‘N(-V\)




Page o}l‘i

Zymo Mini Prep
Name(s):  Sacob Fodat
Date and Time: 00 pu s/glte Check off as you
Procedure: wsfoimed T vsed  a ’;-,u,{ gc/%;;bf’fa complete the steps
Bacteria used: visste 1917 /catins [ctrsost ont /czmoo) foon Hee ?l?wv[ §toclk

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant......................
Note: This step differs from the printed instructions
2. Resuspend in 525pL of buffer sterile DI........oooiiiiiiiiiiiiiiii e
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL
3. Add 100pL7X Lysis BUffer.......ouviiii e e
Invert 4-6 times (less than Sminutes until next step)
. Add 350pL Neutralization Buffer............oooiiiiiiiiii i
Inverting 4-6 times immediately
. Centrifuge 6min at 13000rPIm........oouiiiiiiiii e
. Pipet supernatant into a QIAprep spin column..........ccoiiiiiiiiiiiii e
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
. Add 200pL Endo-Wash Buffer to column.............c.ooo
Centrifuge 30-60sec and then discard flow through
. Add 400uL of Zyppy Wash Buffer to column..............ooiiiiiiiiiiiiiiiiiiiciie e
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube. ..o,
10. Add 30uL Zyppy Elution Buffer to column..............ociiiiiiiiiiiiiieieeeiee e
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through..................col.
12. Label and store in -20°C for later USe...........oiuiieiiiiniit i eaene
Label on centrifuge tube: S:t.‘t:l:: %\,ﬁ; “%&Hﬁ.sffﬁiéﬁ ;“ s;’:ﬁ;i:}lh
Location of product: P[o&wil by

N

W

N

~

o]

Deviations from Procedure and other Notes:

NEXT STEP: /' ( efectofhotes X

Continued on back? Yes |:I;N0




Page Q_(_Z

Gel Electrophoresis Name:_Fucoh fudil
Date:_ ¢//4l[#
Time:_§:25ym
% Agarose: lo/o
Lane Reagents
1 Reminders:
l Add Gel Green
, Add Loading Dye
> L
? [ 25k AC IE Gbitg lye Run Red
3 | asut ab :
L
4 | ASwmL Qe (
{ {
2 | 25wt 3b
(!
: | 265wl 3o
!
7 | ;ng 4~0~
8
| Ly 2 (o)

Seart k7ot m Hnr) 10:56 pm

Reagents used:
50y agptee
Lo wl, l\(‘D\EE hofle®
LS m) ;,d red \

Gel nade, E@ed(’ogwl‘tﬁ‘? Sll o540 bedne I/
Gef in 4

Vote! the Mlm{vt\o()o“@&d' has Sowae loading Lye [n i+ .1 ot itinthe Wiy vk

o g 305

€5 MWC/{ (MQN‘SW{}LV%\;ZRQ
lop



Gel Electrophoresis Name:
Date :

Time:

Picture

Results

brads  Jeolted betmen Zoo- §o0 ))P( Qb Syre L0 it O he N;M‘ 'Hun.j

NEXT STEP:
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Gel Electrophoresis Name: L sdau~
Date:_{/23(11

Time: §'3eAm

% Agarose: (

Lane Reagents

“Jmnraa;T C{Zz&) Reminders:
Add Gel Green
Add Loading Dye
of
AL ‘f Run Red
R
4 JomSoaL
Yoo #|
-+ 'ng\'i(b
7] |@iwrl
(,,,,A(W{ l (Ve *
) Jourse
(,ur'w' ! (:\.) (pal
“) (Wl
LS

Reagents used:

.')-0'\'4$0'7[0/“‘L Vﬁ I)NA A/ M&Qfg(,\,\/)k( < Q//U\,( Lowf)'\f) J?C—

TR '
e
e ;"';!4
»
G i L
TS VDY . LR~
.
LY \":‘ 4
4 g, : F .
\g_)".» ]
O ",
J.«‘ l&/‘)ﬂl \ ®



Gel Electrophoresis Name:
Date :

Time:

Picture

Results \/
W

NEXT STEP: F Hhoring sidlng o Ridgget—
* y.k cx{\n»uU"‘"




Date and Time:

Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.

Performed by:

3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample Fovbo #| [ Jouule? v | y<62) [Ipunco0 v | Tougers

Tube + Gel

weight [.oly (M?‘f? [0Sy, Voo, | 095 \

Empty tube g {, J |

Weight )] ’j ().i?‘(,) oqr}‘j 0‘1‘2‘/6 ? I fzi}(/(j \\
Gel Weight | eagd? | eids]| o d | odiils |onofe’

Buffer QG | 2lmb| 2uisdl 3cuah] 2255l 1200

Isopropanol d7m4- | 43 //[/wf 2< ‘4,1{_ ‘76,4?:1

Page E 7

4. Add 3 Volumes of Buffer (S‘EL]‘ (per volume of Gel) to each tube
Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300puL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: od exdeneld, (13N
Location of Product: “ewwus | Tewm{y by
Next Step: FRRER kb\%h/()urwjﬂ*\

Jowso




Gel Electrophoresis

o
% Agarose: l (0

Lane Reagents

Page 220
Name: Sacab “Sedat

Date: 6/2¢/l¢
Time: g”_40"pm

! Reminders:
Add Gel Green
2 S 4 Sl Joalitg 4y e Add Loading Dye
o et 3(7‘" ’ﬁ 4 Run Red
i T
) e (1 (1
i AC V (
° 9 ! L ¢
7 | Qe | / L
8 | %“iéﬂ’ Qld;z)+ Gl lgaéy dye becevst latderdid not Show of well fast e
stad Gel 4Axpr  Rd of SO
at oV

Reagents used:

sl o Yo

comL (LTAE bt

25wl jﬁ(m‘[

feéﬁ\t% jff fromt pRge 217 4o w\‘ojd' the (adder Jo showy vr’b,;h((r



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Gel Electrophoresis

% Agarose:

Lane Reagents

1

2

Page "2 |

Name: Jasd stl o/
Date : 4 / 28/
Time:_ ¥ : 70 4~

J o ﬁ|

)-gvm( b
(o l |
| et
S \|L B\ "(
Qi
Deng?
7l |
Col
L

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:

(O/'\( WA *1/14( [0”)7 é'ﬂ’

2/1’ LA



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:
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a - (14 -
Date and Time: 10 ( ﬂ"’“’( MaSAa

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Performed by:

Sample TenaSo g Fian(, 7] 'Scb\mqa,‘;*”whgcé? j‘&tm«g‘aa/d ;

Tube + Gel =

weight (,dgﬁq bO(ﬂg\ l-(ﬂ—? [‘OS/(/] [‘avl? (_/-—\

Empty tube ' / ’ / /

weight 0-4% 10,200 qlg 0914 Oﬂ%q

Gel Weight | iy | (20 my llo,% P 79444 109y

Buffer G | wii,y | %3, | 30pl | Sippt | 3ol —
Isopropanol | wimb | b | L0l | (romb | sl

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750puL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: (clexdred; 280n, Jrunse
Location of Product: T ewm /=X in freeze~

Next Step: ol Lelecdyopesdam




Name(s):

Date and Time:

Liguid Culture

Page # :28':5
Jwcd) Selgf

SRR

Amount of LB used: S |
Part Used: DO 6 co H*\J reS

r——

Antibiotic Used:

-
Amount of Antibiotic Used:

E—

Concentration of Antibiotic:

Label on Product: B T i

L\
Location of Product: ' "\ el (mesm

Next Step:
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Gel Electrophoresis Name: fona Gowoe ._\3/
Date : LO'Q:\- =)
Time:_ 132K
% Agarose: fb/b
Lane Reagents
1 Reminders:
‘ Add Gel Green
2 |...__| Add Loading Dye
Run Red
3 |
1
| —\LNJ\DH '_D\%cs—\ec\ ("\B»-\—/ \qu\)
. |
6 | |
7
[aision Undiaested
i | Ladadey

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

Al digeskd moderi al

g0d o.

showed  prpeC band

length . e biag

Pledes  waave 2xcized Vi Yl wxtcacthivn @.zzs) Was R Rrwag

NEXT STEP:

Gel

Exbraction




Page 29¢

Date and Time: (9 *02_'} . 14
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight,

Performed by: ,4,(;,1}/-) G!}Z\JS’H b MRTJV)DQTENQSQ

Sample | 2 2 ! )
Tube + Gel |\ 1B

23| \. ) .
weight o5+ | V1B \.2 Oy |t
Empty tube e ) 053 0S5
Gel Weight | ,\3 WAL 4T | L\5B | 1S
Buffer QG .29 2393 | gyl | A | 23S
Isopropanol | , % 131 L3 030 | us

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750pL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: K510 Ge\ Sxbvochon  MWM W-27-14
Location of Product: Py ey Box

Next Step:| . .
ext Step L‘%Q\')Dﬂ




Page23¢
Mq'H‘A Cw /vlol‘f'eq fen

Date and Time: €277/ 2om Performed by: 4ns_65nyey
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed *
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL 900
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 5
4. Subtract #3 from #2 &% 5.L
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1 uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
KsloY qf’um'p" Gel Ex‘imdﬁ':_m 205 K‘Ll‘ vg /m L
B0OO3Y Resh' Lion Digect 21y 65.6 pg/ml




Page 227

Date and Time:g.27-14 Lab Technicians(s) involved: Mathiw Moten e
Protocol:_Ligah,
Reagents: v /
L, L Ly . N, v, N,
Procedure (with applicable notes):
Ligese Butber | 2,1 2,1 2,0 pAN Autk
TUDNA Ligare | [y} Jul = lul Il
{e;::i VA uL V0ul 50 L
(v 50, . L — i Y7
\30';7:” sert 50ng 5Che .:0:? D,
Jcet ON TR ITH N c
y\\é{lélw c‘},: S0 ® 'ozYuL b;g‘ful.. 5.9, _
E-d«.tqn.; 5 50nq 50y
— e
Dep € viatpy 1016wl | 422%ul 1bul 1.0puL Fed
Results:

Location of product:

Label on product:

End Notes/Comments:

NEXT STEP:

Elb(h'b ?a,.a‘.; On

Continued on back? Yes D; NOD



Name(s): M+ Mortensen Electroporation
Aﬂ(!& GGC@

Page: 22¥

Reagents:L-.ggh'im Peeo dunchs ?')127

Cell Preparation

|Competent cells thawed? Yes_ \/ No___

Amount?_G culbunee ]

Electroporation

Electroporation cuvette chilled? Yes_V_ \/ No___

Amount of SOC added to culture tubes: Aepl “tOnl-
DNA placed in m/f tubes? Yesi No___

Amount of DNA mixed with competent cells: _2&

Voltage used for electroporation: ECR I,

Placed on ice? Yes_\_/No_

*Optimum voltage for E. coli is 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

voltage of 1,200 to 1,900 volts.

/

SOC immediately added after electroporation? Yes * No___

Cells shaken at 37°C? Yesi No___

Amount added: I

Start time: 't %% End time".-:_li

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes ‘/ No

v

Cells spunin centrifuge‘(}o-ﬁs)? Yes_ “No___

s/n decanted off? Yes_ ¥ No___

Cells resuspended? Yes_¥ No__

W : + Py red
Dilutions performed €gal.ss v

Amount of solution: 190u -

10! Yes Volumes: 2.0o L
10° YesT No Volumes; 200wt
10° Yes v_No Volumes: 20041
10 Yes7- No Volumes: 200ul.

anly 210 YesV No___ Volumes: 2C0u~

L, {10°YesY No___ Volumes: X0yt
107 Yes___No___ Volumes:
10%Yes___ No___ Volumes:
10°Yes___No___ Volumes:

Labels on products: L, 0""/ G-27-14 mwm D)o Facky?

Location of products Ween Ryon

Next steps: F'ck coloves

Signature:

From: http://www.oardc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf




Page# 2Q 9
Name(s): = :.!"GJ) MT\

Date and Time: éflé’ff ¢ §30 @ im

Liquid Culture

Amount of LB used: L £ tobeS
Part Used: 7@ f’&‘ﬁﬁ Fiom Pefe a1 9

Antibiotic Used: A p

Amount of Antibiotic Used: _ [fwL.

Concentration of Antibiotic: loo J}F/“tl-

pdes | 10?407

Wed ~§ <6

La| 107, to%(0 " (O
L3 fe"?, fo~ %

% 1 ection Prod,
Label on Product: WL&" 5":‘_@;‘)’/ Yection Produ OF
~ 7 -

Location of Product:  waf¥ (w¢

Next Step:




Neeld $B..

_ o, qlprerol -
f)ﬁ T = ;9‘0&4@ b 4 Date and Time:  #/2%¥/I{ ?l@fh

gy §15 — tgoomd JdC -ﬂﬁ' rol SHec ke

ot 4l of So% ;{%‘“"

Amount of LB used: 500 w| li@_}a otfute of'])Hg,x cells w/[of;m‘oq fr»&vd:f
seoml  So%% plyers |

Part Used:

Antibiotic Used:

Amount of Antibiotic Used:

Concentration of Antibiotic:

Label on Product: PHE o w/ lifectsn producty Lo IO‘,*—
Location of Product:_[Ms#ud (fec it how  —fo¥c_ 16EA 3

Next Step:




Page# X3 |
Jacol Todat

Name(s):

Date and Time: 6/29/1¢ [0 60 pm

Liquid Culture

Amount of LB used: S glolts ;

4L anophet electpporafe
Part Used: ____lique colfuce Prom prege SN Ditsoc cells v/ - 476’7’4'""-\5
Antibiotic Used: /}m'ﬂ 7‘:“"’1/‘74 237

Amount of Antibiotic Used: JQ el

Concentration of Antibiotic: _(90 WJ#._/ML—-

Label on Product: DHS o¢ v/ (igefjon Prodved L) w~fkl:)

Location of Product:_ wa(m_ {v&ywn

Next Step:




Page Ag 2

Zymo Mini Prep
Name(s): AvnA Ghpuey + % Mar Moerensen)

Date and Time: (pj-30 - 14 WO

Check off as you
Procedure: complete the steps
Bacteria used: y.\40w000 B
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant....................... ]
Note: This step differs from the printed instructions I
2. Resuspend in 525uL of buffer sterile DI..........coooiiiiiiiiiiii e,
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525puL
3. Add 100pL7X Lysis Buffer......o.ooiiiiiiii e -
Invert 4-6 times (less than Sminutes until next step)
4. Add 350uL Neutralization Buffer. ..o L
Inverting 4-6 times immediately
5. Centrifuge 6min at 13000rPIm. ....u ettt ettt et et e enan e N
6. Pipet supernatant into a QIAprep spin column.............ocoiiiiiiiiiiiiiiiiiiiiii i eieeaens = ol
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 200uL Endo-Wash Buffer to column.............coviuuiiiiiiiiiiiiiiciniravinennenns -
Centrifuge 30-60sec and then discard flow through
8. Add 400uL of Zyppy Wash Buffer to column..............ooooiiiiiiii A
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube..............cooiiiiiiiiiiiiii “
10. Add 30uL Zyppy Elution Buffer to column............ooieiiiiiiiiiiiiiieeeeeeees "t
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through...........coooovviiiiiiiiiiinnnn. “f
12. Label and store in -20°C for later USe..........ooiiiiiiiii i i eaees [

Label on centrifuge tube: |/ U oD
Location of product:

Deviations from Procedure and other Notes:

NEXT STEP:

ﬁu/z Gel

Continued on back? Yes ;Nom



Page A3 3
Gel Electrophoresis Name:fag Mogiawsors + Aune

Date: w-%0-4

Time:_{1° 3bam

% Agarose:

Lane Reagents

Reminders:

1

l ‘k L Add Gel Green

2 ‘ < Add Loading Dye
Run Red

3 l Y

4 | 3

5 A

6 {

7 2 Boesn

8 L

Reagents used:

Revey



Gel Electrophoresis

Picture

Results

NEXT STEP:




Gel Electrophoresis

% Agarose: ‘o/o

Lane Reagents

Page 234

Name: VAT Mherenen + e
Date : 3P-{g- 2D- 4 Ghrey

Time: —

1

2

% |

|

|

| o
4 |6

| L

|

|

| -

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:



Gel Electrophoresis Name:
Date :
Time:

Picture :No 3cuur v0s AaYea ‘askorR
Pleas pf W °8'\ vaoas 0

B o P actodion

Results

NEXT STEP:

(5e\ EXxvachon




Page 255~

Date and Time: LD’ ﬁ) - 14 Performed by: funn  Coewgy ~ M [Mperenséo
Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.
2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample \ 2 z !
Tube + Gel

weight LioS [1.28 [{2& [13B
Empty tube

weight A3 || L9s4 | WO

Gel Weight | o® | .29 | , D29 | .28

Buffer QG [, 50&mL| ,§7 A7y LRy

Isopropanol | .ig¢ .29 336 |

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100puL per 100mg; so 3 volumes is 300puL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: |/ |LiD\e © O Paa C{ed (\).235> ZARS

Location of Product:py\ ex "
Next Step:

Qubi + ~ E\ectiopoad




Page 250

Date and Time: - |- l’?L Performed by: Aund  Capugy Mar / )702 TeNsenN
Qubit DNA Quantification

Master Mix: /
1. Find out how many samples will need to be analyzed “ :
e Note: You will need enough master mix for two more (The standards) /
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but

they pick up extra reagent"
3. Take #2 and divide it by 200 1/
4. Subtract #3 from #2 ¥
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL. Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
AL DEDD Ruifled 9235 A 235 7.0 "/,
Lo 00 Wueihed  p.23S B 225 | H® . 1073 jmL




Name(s): Ao Gom;:’ Electroporation
Myl Mo tenge,

Reagents: (Z _f

Page: B_éb

_~Cell Preparation

ICompetent cells thawed? Yes X No___

Amount?__ “Daul_.

Electroporation

Electroporation cuvette chilled? Yes_  No___
Py

Amount of S&C added to culture tubes: __In“
DNA placed in m/f tubes? Yes_~ No__ _
Amount of DNA mixed with competent cells: \mln
Voltage used for electroporation: _E¢®\

voltage of 1,200 to 1,900 volts.
SOC immediately added after electroporation? Yes_Ao_

Cells shaken at 37°C? Yesﬁo_

*Optimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

Placed onice? Yes l/I\Io_

Amount added: \mL ~u Sml_

Start time: End time: —

Serial Dilution

Cells transferred to 1 mL m/f tube? Yesz_ No_
Cells spun in centrifuge (10-15s)? YesZNo_
s/n decanted off? Yes_lé No___

Cells resuspended? Yesl No___

Dilutions performed: e

10" YesiNo_ e -
10°? Yes:No_ ‘0_“ -
10° Yes_“ No___ w0
10 Yes___ No___

10° Yes___No___

10°Yes__ No___

107 Yes___No___

10®Yes___ No___

10° Yes___No___

Amount of solution: &OOML’H

Volumes: e e
Volumes: 100~L
Volumes: \0© —~-
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

Labels on products:

Location of products:

Next steps: _(hec | ale S

Signature: A0 A

From: http://www.oardd/ofi ‘ ingerlab/Protocols/Electroporation.pdf




Page # 2/% 7

Name(s): Mi{ Q}M

Date and Time: S : SO ?/%//(/

Liquid Culture

Amount of LB used: 5 an | X g‘ﬁjag
Part Used: }(l L}Oém

Antibiotic Used: /4"\9

Amount of Antibiotic Used: 1o /\.&\

Concentration of Antibiotic: _(Q_Q&,iéi_c_

F i B
Label on Product: [ lHOéow 2 (O .U,' A—W\ﬁ,cf 7/Z//L? Zb
Location of Product;__ (WO (250n~ 75 j’b‘(“l/

Next Step: 3.' | \/}@-Qf(




Page # 2 3?

Name(s): &Oépff b(f/'q\/

Date and Time: !2(3@ % ?/_5/4

_Biguig Culturs :

Glo-cerd e
Amount ebeBSEt SO [ coffve P 7/2//9// sooun/ ﬁo%ji“cauc(fém}a)
Part Used: K @‘/ %Ofm (&’cwic}l‘/{b

Antibiotic Used: A‘Iny{)

Amount of Antibiotic Used:

Concentration of Antibiotic:

Label on Product: K /‘(‘066993@!, /ﬁ«?% 7{/3/% Z£
Location of Product: —&8O [ ',0/“9"4’18' 5 focé zd)v rGE/Vl 2,0 /3

Next Step:




Page # gjcf

Name(s): Q\,jﬁm (fC{%{&

Date and Time: % 7/3//Lf

Liquid Culture

{ Amount of LB used: B'TJL X Y (u\d‘d'es

;2 Part Used: K 'LlOGODO = g?(‘om -&0° g P)C'S”’Jd SCLC"/( Ders i5e, QolIf
3 | Antibiotic Used: /r}m.?

U | Amount of Antibiotic Used: __ 1O 4l

@ | Concentration of Antibiotic: _ 100 ugfon L

T YEB c \poro
DH5 o

3. VA
A
5. /\//4

D

Label on Product: 0n Sy o8 koS — DHBA. ~oe~ KlWOGOOO, QG/ 7/8
Location of Product;_b/ &¥M  COom Sl’)al\u

Next Step:




Page J4C

Zymo Mini Prep
Name(s): Avna  GaApuEY

Date and Time: - 9 - |

Procedure:

Check off as you
complete the steps

Bacteria used: v \-\OWOHO

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant
Note: This step differs from the printed instructions

2. Resuspend in 525uL of buffer sterile DIL...... ..o s
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL

3. Add TOOPL7X Lysis BUffer.........oouiiiiiiii e
Invert 4-6 times (less than Sminutes until next step)

4. Add 350pL Neutralization Buffer............cooiiiiiiii i e
Inverting 4-6 times immediately

5. Centrifuge 6min at 13000IPmM. ........ooeiitiii i e

6. Pipet supernatant into a QIAprep spin COlUMN. .........ccoiiiiiiiiiiiiiiiiiii e,
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

7. Add 200uL Endo-Wash Buffer to column............oouiuiiiiiiiiiiiiiiineeeeeeeaeeae
Centrifuge 30-60sec and then discard flow through

8. Add 400uL of Zyppy Wash Buffer to column................cooiiiiiiiiiiiii i,
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube

10. Add 30uL Zyppy Elution Buffer to column...........o.oiuiiiiiiiiiiiiiii i e
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through

~

-

N

12. Label and store in -20°C for later use

...............................................................

Label on centrifuge tube: v HOBD0O Plosmidd AG 3- V-1 <ty
Location of product: i, Viovmicl  Yor

Deviations from Procedure and other Notes:

NEXT STEP:

f

{ \_\\0\%

Continued on back? Yes

;:No I7




ul

Page A&
Date and Time: '1— q - H Performed by: HNNQ Crevey
Qubit DNA Quantification .
Master Mix:

1. Find out how many samples will need to be analyzed ;/
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL o
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200+~
4. Subtract #3 from #2_
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
Z14DWODO  #l 2%0 231 "5 fmL
KI140w000 # 2 \ 240" /v
K ILDWO00 #3 | 248" me
/L1 000D *+Hy <7 24849 [




4z
Page?#2

Date and Time: 7,/ 9/ 4 (:wgm Performed by: Mcte Potereg,  Pnng Gacve Y

Restriction Enzyme Digest

Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

Please be descriptive in your procedure in order to help clarify for others.

Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer N 5,‘ e 2!
o DNA_KI406000
o Enzyme Sng  PetT

AMOUNT
MATERIALS | TYPE USED
NEB Her 2] Sul_
Buffer
KI906O00 Plasm. 2, 06 L
DNA '!:.0 § o &0 Total Reaction Volume 50
S%I 2y
Enzyme(s) |Ps+T 2L
Water DEPC 329441,

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: |'25 am

End Time of Incubation: ***% S

L]

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes): 37 ’

Method used for Quenching the Reaction (different for different enzymes)

@'C Koo Sty Tochivation  Boe W0mi

Where did you store your finished product and what did you label it?

NEXT STEP:




Ml Mg, bengen
Date and Time: 7/9/1y 3 om Performed by: /g E;,Wf:

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NERQH, 2.)
o DNA Ki40£060

o Enzyme Xbe T PuT

AMOUNT

MATERIALS | TYPE USED

NER o, S,
Buffer 82 b

"RG0 5o
DNA ?g3 o v.0c Total Reaction Volume e

)( 2ul

Enzyme(s) p 2.0
Water DEPC 2.y

Construct a table with this format for each reaction that you do today.

Page m



Start Time of Incubation: /% ppa

End Time of Incubation: ' '® pm

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

12°C

65°c  Heyt wetHyaRo, (_'10».-'»)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page Z_L‘_‘-l'

Mast Montgn feq

Gel Electrophoresis Name: v
Date: 9 - 9-14
Time:_9: QQ?m
% Agarose: I
Lane Reagents
1 ] Reminders:
coD O Add Gel Green
2 V.20 iy Add Loading Dye
- Bac\loone (9 ,2.\‘-*\) Run Red
3
4
5 y
Kivbodo D\?S\' (9 153>
6
7 .
Uncal  Pagmid
8 \ Ko Loadel

Reagents used:

35/4 L DONA

Wul Loading Dye



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

NEXT STEP:




Date and Time: ~ -9~ 1Y

<0

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific m where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NaBulfe. 4
o DNA Kivogo

Page =48

MaHhtle Morken sen

Performed by: Aqn., qu./p?

o EnzymeXbaT. et T

AMOUNT

MATERIALS | TYPE USED
Buffer NER 5.4 L5ul

KIt06000 “33ul
DNA Pesnz) p40 | lug

Xt | .t
Enzyme(s) |%1I ISyl
Water DEPC 16,17 (*! b Aega

Total Reaction Volume 23 wl

h,e\s}

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: 7
End Time of Incubation:

Note: incubation time is tyéically 1 hour
Temperature of Incubation (Determined by restriction enzymes): B( }2
Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page2 HG
%\ﬂ-naey PIENSER

Gel Electrophoresis Name:_AvniA _C Arvey
Date:_7-9-14
Time:_ ®:5Spom

% Agarose: rZo

Lane Reagents

1 Reminders:

\ Add Gel Green
2 Add Loading Dye
Run Red

3 2 - \soy Laddev

4 - Pt

5 - Yoo\

6 ‘ Full

7 | \Lo \owaer

8 |

Reagents used:

4.l DNA



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Page 247

Zymo Mini Prep
Name(s):MaHL\"lr\f [ tonson A’V‘q (;O\rve\.r

Date and Time: 7- (0 ~/% {2 20w

Check off as you
complete the steps

Procedure:  |<(406000 ﬂmp x¥

Bacteria used: iy
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant.......................
Note: This step differs from the printed instructions /]
2. Resuspend in 525puL of buffer sterile DL............cooii i
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525puL
3. Add 100pL7X Lysis BUfer.....coouviiii i e ea e @
Invert 4-6 times (less than Sminutes until next step)
. Add 350pL Neutralization Buffer.............ooiiiiiiiii e
Inverting 4-6 times immediately
. Centrifuge 6min at 130001 I .. cueinriiieinnennranonsnn s - oRmmERmT s ooaa RIS AR RS S B
. Pipet supernatant into a QIAprep spin column
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step z

N

(]

@)

7. Add 200pL Endo-Wash Buffer to column.............oooiiniini i
Centrifuge 30-60sec and then discard flow through
8. Add 400uL of Zyppy Wash Buffer to column..............coooiiiiiiiiiiiiiiii e v
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube..........oocviiiiiiiiiiii e IV/
10. Add 30uL Zyppy Elution Buffer to column..............ooiiiiiiiiiiiiiiiiiiiiieen,
Let stand for 60sec then centrifuge for 60sec ”
11. Discard column and save centrifuge tube with flow through..............coiiiiiiiiiiiil) Y %

12. Label and store in -20°C for later use

Label on centrifuge tube: l(lt%eﬁ:(f)o Moy App 277
Location of product: Plsm.d B l

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes ;No




Page Aﬂ—\)

Date and Time: 7/!&! I Performed by: OM\ staan”
Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed ¢ R

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL 300w | 0 [
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 20065 4l | £.5 st
4. Subtract #3 from #Zwﬁ/gl 497, t]/{ﬁl,
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.
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Page Q_H%

Date and Time: 7‘ \l D - ) /"IL Performed by:_Q_w,,q (7421,';'14 + MQ‘EH AW MO’FTEMS&U
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.
2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample W20tecd
Tube + Gel ,
weight 1. 210
Empty tube

weight A \O\

Gel Weight |. 295

Buffer QG .99

Isopropanol |44%

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750pL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: k0WO00  (e\ Exixachon  F-\O - AC
Location of Product: $(ime« @ox
Next Step:
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Page ;‘jsci

Date and Time: Z -10 ~\4 Y- OOP;yPerfonued by: funfA  Garvey

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buﬂ'erNEE') BQ.H-Q( 2\
o DNA_K|L0wl00
o Enzyme Xpal sl

Total Reaction Volume t;?g—w(-‘

AMOUNT
MATERIALS | TYPE USED
Buffer NEQ 2.\ 2.6ul
ONA IOMOW00 | o 3} L
Yoo L \arl
Enzyme(s) [A T b
Water DEPC V7203 (3\ v W

p_%c)(\ \J\‘Eﬁ)

Construct a table with this format for each reaction that you do today.

2014y o 2208 st
"F_
as \,#-L

&



Start Time of IncubatioM ﬂ

End Time of Incubation: / _

Note: mcubation time is My 1 hour

Temperature of Incubation (Determined by restriction enzymes): g j f{
Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page 250

Date and Time: q”to ’[,Z/ Performed by:mmoﬁ&m.)j(_

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed “+

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL 1200
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 Qg 6.%
4, Subtract #3 from #2 | 292, §
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10puL. Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199ul. master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results Page Concentration
Sample Name 147 205 ug/ nt
K1406000  Plymid 247 267yg /mL,
000 Plasagd C, 24 | 724, /mL
RI406000 Phsp) D

LA




Gel Electrophoresis

% Agarose: l

Lane Reagents

A CnBBs S )

Name:
Date : =10~

Time: 3-’5[5Pm

TENGEN

' |

’ |

2 - Pis\

: - ¥eal

> Fall Reochion (LWMowo0os +pskl + x\oo.\)
e Pasmd

’ | Vo Loddex

8

Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

NEXT STEP:




Page (2XA

Date and Time: 'f— N) (4 Lab Technicians(s) involved: figt (Moaigusen
Protocol: |\ Hg@&\ yzakon Myeﬁ
Reagents: Daner ScHRoePeR

Procedure (with applicable notes):
Combiped _’ ul Bel Extrack,, Elybrong of TO4450 c,.d7 L‘ USI0Y oy, wdividual mf Hubes

-

(A 20wt hobeds )
The Hwo Scmples Were locded o a Spred Vac SCIID Conentraky
Stoered oF 210 o High drymy rate (65°C)
Frequooty  enacqpd 1s.

Come Vol p Rad ush/divd vesidws i . oas is "
LD"\Xu\QecS \o\.\ Rws@eadin% in EA\Non W ond YA NG mﬂh o spn @

Results:

3&& Qe

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NoD



Page 2§ 3

Date and Time:7/ f// M 9gan Performed by: fhord Sclveedd,

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL M)&L
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200@&‘_
4. Subtract #3 from #2 975.5 nl,
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1 pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration
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Page # 25

\
Name(s): OW Sap il
Date and Time: 7 {t\/l"?
Liquid Culture
Amount of LB used: _ Jw s _.ﬂm"imhg/; 30 wil =1\
Part Used: k2.5 tom / Nomass
v 1
Antibiotic Used: AM{) I e~
Amount of Antibiotic Used: _ 0/~ 4 ‘W’ ;?'7"”(
Concentration of Antibiotic: \w M9 [0 !\G @ %
_\/\()',UU )AF/\A

Label on Product: Pt.r«\- D andoh e date ; Untlred

Location of Product: el haddh

o~
Next Step: ~ W




Page 2 -

O 0‘“"”\ §o\ﬂ/‘>\/ Zymo Mini Prep

Name(s):

Pate and Time: W21 2ty Check off as you
o 1 c;J -

Procedure: somast ¢ g v thr {,\PU J , oy e J complete the steps

Bacteria used: kg (m) Ew'ﬁ”“"""'h') Mok "”“

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Iglscard SRPERBIANE. o ommemmmismsamans
Note: This step differs from the printed instructions
2. Resuspend in 525pL of buffer sterile DI...........cooo
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL
. Add 100pL7X Lysis Buffer........oouoiii i
Invert 4-6 times (less than Sminutes until next step)
. Add 350pL Neutralization Buffer...........coooiiiiiiiiii i e
[nverting 4-6 times immediately
. Centrifuge 6min at 130001Pmm......o.uinii i
. Pipet supernatant into a QIAprep spin column...........coviiiiiiiiiiiiiiii
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 200pL Endo-Wash Buffer to column............oooiiiiiiiiiiiiiiiiiic,
Centrifuge 30-60sec and then discard flow through
8. Add 400uL of Zyppy Wash Buffer to column..............coooiiiiiiiiiiiiiiiii e
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube...........ccoiiiiiiiii i e
10. Add 30pL Zyppy Elution Buffer to column..............cooiiiiiiiiiiiiiiiiiiciins
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through.......................c,
12. Label and store in -20°C for later use...........cooeiiiiiiiiiiii e

w

SN

i

(=)}

o 1|\\\‘: a0
Label on centrifuge tube: ' werisw
Location of product: Creczel r%ﬁ Y Perp

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes :No
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Page #
Name(s): Ow-J( <M
Date and Time: Y/ N7
Liquid Culture
Amount of LB used: T Ly pr bt (5 L gl
’ (,\qm\(hdfk B
Part Used: Jgunnls ‘J)CA%) j} S ey K3 T IS S L o
i “ S o bon
Antibiotic Used: L(w»
Y
Amount of Antibiotic Used: 3.9 /‘&~L
Concentration of Antibiotic: R g Pl
Label on Product: iufk ol MC {o'c‘,i,.w PRIV

Location of Product: v (v

Next Step: PN D




wd~t
Uy, Mini P RV
o) Dhosrcd e " ini Prep fll 159

Date and Time: 7-%wAnm S553iA

Check off as you
complete the steps

Procedure:

Bacteria used: )5 ¢ [ AWD

3. Add 250LBUIRE P2 ... onunosusmmmsmmasmmimmmmssissmmssasey s s s s s vean D
Invert 4-6 tin )/
4. Add 350pL Buffer NS ...ooeniiiii e e b D

Note: If multiple cultures of the/same type are used, they are combined in this gtep
7. Add 500pL Buffer PB 10 @oRMRDZ .. Ny wossniivvisminssniesins snsisiassss sie sasss droi asavos o D

Centrifuge 30-60sec an 1scaX
8. Add 750uL. of Buffer PE $6/CONMIL. ...\ ++- .. vvovvvooeoeeeeeeeeeeeeees oo, ]

10. Add SOpL Byer EB 10 COMIMN cununsssmmmimmsasensmisssmssmsnmmmmmmsane eyl smmmms -
Let st
11. Discard column and save centrifuge tube with flow through.............. /2. ..................
12. Label and store in -20°C for later use...............cooooiiiiii i e,
T “)
Label on centrifuge tube: ind s 0 (4

Location of product: Freate, i e A P
P . il

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Continued on back? Yes D :No D



Page &S &

Date and Time: (l“ﬁflb] {20y A Performed by: é‘ml U s
Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed é + L
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL %‘_tfi,, (Do ALL
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 ot §. S sl

4. Subtract #3 from #2% 691 L
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10puL. Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge

tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1puL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
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Gel Electrophoresis

Page 257

Name: At Sclecen—
Date: 7/U5( ("

Time: 470t
[ 0P
% Agarose: | -
Lane Reagents
1 Reminders:
| Add Gel Green
2 Add Loading Dye
Run Red
3
4
5
6 ’)U\.\"\Sﬁ(/’;.
M
7 [AEN NG
MN‘W{
8 o |

Reagents used:




Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Date and Time: 7[[S/i+ 4:4

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific m where you found your materials. (For DNA, reference previous
page i which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NEO (?:wogd 2]

o DNA__SOoywso , KUY
o Enzyme S?ef{,E R T

Page ié@

Performed by: ?_Luz\’\ %tﬂ\e,/

[ frorn s Yish. 2’7

AMOUNT
MATERIALS | TYPE USED
Buffer UEJ& % [ 2( S-’V\l
DNA JoH$o [0
SPeT (o Al
Enzyme(s) Ce &4 (S ml
Water DEPC 4.8 anl

Total Reaction Volume 2 gm(

Construct a table with this format for each reaction that you do today.

¢ fodnl




Start Time of Incubation: S @@ lf

End Time of Incubation: & 4% 3

Note: incubation time is typically 1 hour 'v‘ ‘ /}'-' l« e )

Temperature of Incubation (Determined by restriction enzymes): 5 2 il
Method used for Quenching the Reaction (different for different enzymes)

Neat (20min2t65%

Where did you store your finished product and what did you label it? .
Ak or AT e~ RB/OY

g‘ = .
D{f_f;ﬁ"'ff\)i' (26,, 7//5/ fjﬁ oo/r@— J =Joyuso

h / 7
.?(onc,cc,j i —20C A f&cﬁe,'yt()r\ pumpg 74:4«%1 bhoe

‘A PC 12 ‘Jru\l%/f

NEXT STEP: ée /
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Gel Electrophoresis Name:_Zeln b
Date : Z;/i_;/‘f

Time:_ | (§

y
% Agarose: M

Lane Reagents

: Loldes e
2 (215 [OH (% :{\32 Ilizzding Dye
3 WJJS o4 0

4 ks [0t C

5 ToUUsO A

6 TOUYSO JS

7 TO HUS oC

8

Reagents used:

K2AS (0% dijest
s "
Totfb{gc::- (;-]jd.;

bx \MJW? JY'C

(b Laold/



Ge!'flectrophoresis Name:
o

LLO ) ,S,o\.\\‘éo Date:
e S Time:
- \L)\" 4“
AV
Picture
Results

NEXT STEP:




Page# 2€ L

Name(s): godré\ﬁfy g,'/m/

T

Date and Time: 2.(0 7//6/’//4

Liquid Culture

\
Amount of LB used: _ 9,(x {2 Fu bes ((;O%z*l-«-\,()
Part Used: B HS o

Antibiotic Used: NO 0~

Amount of Antibiotic Used: MA

Concentration of Antibiotic: M A/

Label on Product: () ({ < ; ""2,6’, 7//67/‘/

Location of Product:__1»n  wedon v o P74 S‘La/\-’o’_, Inn‘n—f[‘d mka@;[w ~

Next Step:
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Date and Time: 7//6// ¥ Y30 Performed by: _Za(,k’\ 6-1 L
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.
2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample J2\s tou v K2isioy B h2isiot ¢ PEiioq’t| Towdsob [fowdroC

w123 109 (123 |0 |19 (125

Empty tub
Wrenigl'i ) A4S 42 A1 A l‘”{— ““7

Gel Weight |, 28y [,26, |24, 2L 25 .| .29,

Buffer QG |§U40.l | 72020 | 720.X 1720, 7 | 1504 | 8704

Isopropanol | 2¢veul | 260 m( [ 4onl [ 240m (| 20m( | 2q0m(

4. Add 3 Volumes’of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30puL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

.r ra /fl Fi
Label on Product: ’3“‘"* Z05, e"‘\‘(w“ﬁ'"" Aror B //“’/"T

Location of Product: ¢, e fun for feam boe /“ZO iz
Next Step: [\ s ~




Liquid Culture

Page # 96?"‘

BT ol TJod o F

Name(s):

Date and Time: 7/“/(4— qiflS\PM

Amount of LB used:

g 2% L k 3 CU’Z)LV el

Part Used: kw‘ 0 60370

Fhom — 75°C Plsrd steck bor 6Bm 2003 7

Antibiotic Used: -4Mf’

Amount of Antibiotic Used:

Concentration of Antibiotic:

10 wyf

|9 Wel./m L

Label on Product:

fCi¢ 6¢ 00

ded €

n (5

Location of Product:

Next Step:

barm (gom
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Zymo Mini Prep
Name(s):Matt Mocttasea  Aang Garvity

Date and Time; —
774" Ni3Osm

Check off as you

lete the st
Procedure: complete the steps

Bacteria used: €/406000 (f‘-lmp] P 230 xJ3 7’
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant...................... /
Note: This step differs from the printed instructions L/
. Resuspend in 525pL of buffer sterile DI............o.i
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL
. Add T00pL7X Lysis BUffer.......cooeinii e IZ
Invert 4-6 times (less than Sminutes until next step) /
. Add 350puL Neutralization Buffer..........coooiiiiiiiiii e e, v
Inverting 4-6 times immediately
. Centrifuge 6min at 130001Pm.......ovnrei e
. Pipet supernatant into a spin column..............cooiiiiiiiiiiiiiii V/
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step 4
7. Add 200pL Endo-Wash Bufferto column.............ooooiiiiii i /
Centrifuge 30-60sec and then discard flow through /
8. Add 400uL of Zyppy Wash Buffer to column.............cccoviiiiiiiiiiiiiiiiiiiiiiiiiiinii,
Centrifuge 30-60sec and then discard flow through .
9. Transfer column to new microcentrifuge tube............cooiiiiiiiiiiiiiiiiiiiiiiiiiaiaans
10. Add 30pL Zyppy Elution Buffer to column...............oiiiiiiiiiiiii e, / ’
Let stand for 60sec then centrifuge for 60sec /
11. Discard column and save centrifuge tube with flow through....................c,
12. Label and store in -20°C for later USe.........ccovuiiriitiiiiiiiiii e |

\S)
N

(98]

N

w

N

Label on centrifuge tube:)</40€ 000 Aveya ,JQSE/
Location of product: fasosd Bow

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes I:,;No
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Date and Time: '7 - V-l- lc'-} Performed by: QNNQ Gaevey
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed _l/

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL &

e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200 o~
4. Subtract #3 from #2__ v~
5. Find a tube capable of holding #2 worth of liquid

¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
Kidouwood 3\ IS W3 Y3 )mL
Vi 0wel00 * z | WA“? Jnr

Y \0 o000 =3 Y Qa. Huy/,.




Page _?()

Date and Time: | ¢ 30 7 19/11  Performed by: fhnc\ Skt

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed _&D/’ l &
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL 134, 50% L
e Note: the extra 100uL is added because you lose a bit of mix every time you pié%e; o
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200_¢- 6 ml | 2.5 /40
4, Subtract #3 from #2_|297.9 mL l 447. 9 sl
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
¢ Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pl. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.




Results

Sample Name

Page

Concentration
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Page 2 x5

1) d
Date and Time: _2//7/4 Zoofr Lab Technicians(s) involved: e e/
Protocol: L —_——
Reagents:

Procedure (with applicable notes):

% > h ,\“'(U C
C&—A{r,,ls:u a tortre L A (et ci_____(_
No yasvd v \ , A
. No \/611‘1/ DN
s QN/\'Lﬂ,vw INEY (),NAU:, (€%

Gl extact

wfw—)m)
% 7S 3 Tt - M

& A‘ pg C (,u/\:‘\(u(A (entee a C"V\{"'"t C___
0 . | L] 127
s [802 | 708 .22 L 4 luvg| 922, YL
) ‘ { /.:_L
W DAL g P
T\ VAl Bl oL
Vil N -
Tagart inlg . ?c.{tl

Results:

Location of product:
Label on product:
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD



Name(s): . A Electroporation

Reagents: [LG

Page: 2 67

Cell Preparation

/
ICompetent cells thawed? Yes‘/_ No___

Amount? J

Electroporation -

Electroporation cuvette chilled? Yesi No___
Amount of SOC added to culture tubes: l mL

DNA placed in m/f tubes? Yesl No___

Amount of DNA mixed with competent cells: 3&1—

Voltage used for electroporation: __% «

*Optimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

voltage of 1,200 to 1,900 volts,

SOC immediately added after electroporation? Yes_)(_ No___

{
Cells shaken at 37°C? Yes_L No___

Placed onice? Yes~ No___

Amount added: [ mL
‘W “iopm™m
Start time: End time:

Serial Dilution

Cells transferred to 1 mL m/ftube? Yes No_
Cells spun in centrifuge (10-15s)? Yes___ No_.
s/n decanted off? Yes___ No____

Cells resuspended? Yes__ No___

Dilutions performed:

107 Yes__ No___
10* Yes_ No___
10° Yes___ No___
10" Yes___ No___
10°Yes__ No___
10°Yes___ No___
107 Yes___No___
10%Yes___ No___
10°Yes___No___

Amount of solution:

Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

Labels on products:

Location of products:

Next steps:

Signature:

From: http://www.oardc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf



Gel Electrophoresis

270
Page 36~

Name:Mat /"’of-i-mgeg Arna ca,-./ay

Date : 7-17 "h Mididon,

Time: 12!90ppm
% Agarose: |
Lane Reagents
inders:
' b ,q(Jalf,/\ Remin
| = K’qocwo M"""?M FI‘OJ\““ #a Add Gel G.reen
’ | ?ZC‘) Add Loading Dye
Run Red
' F#2
4 %5 () 4PE000 Miapeep Roduct #2
[
> | p 27 KK Moo Product
° |,3 211 Ba)_ftl MM‘["“‘P Produu
’ |
° |

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Date and Time: 1/17/t4_ M.

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

Page U

Mat Mgsbenson

Performed by:_Ann, Cvey

o Buffer
o DNA
o Enzyme
AMOUNT
MATERIALS | TYPE USED
Buffer NER 2. 1.5
BooZV 4 5212
DNA lug MG | Il-56uL
Soel lud
Enzyme(s) |Pst1 lul
Water DEPC ¥-ad

Ne gq""‘v\(,

2.5,

. TH B 25
Total Reaction Volume &_

-BWLDFDQ“
OU-L- Sub
16.22

Construct a table with this format for each reaction that you do today.

Bufl,  NEF2.
Kzisiod A 5272

DNA 'Zuj v
Xbal

Fa yme %el
Weten DOP C

—

Suh

9.0M5 L L

ul
al

3195

Neg oive.

2.5 ul

26uL -
2360t SO0t o
Dub Oul -
out  .Bub 250l Moy ching

19,74 L L



Start Time of Incubation: Y4t1g B
End Time of Incubation: ';:mem

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): 37°C

Method used for Quenching the Reaction (different for different enzymes)

5'00(/ He-.l jna\gh\g,\-‘m Por 20 mn

Where did you store your finished product and what did you label it?

NEXT STEP:




2772

m W or
0|”hf 11'1 A I‘(r\gu'

Gel Electrophoresis Name:
Date : 7/17/1

Page

Time: G pny
% Agarose: t
Lane Reagents
1 gt Reminders:
| ”‘6 IGCM% Add Gel Green

2 | K250Y  Pigoc+ HOoqL Add Loading Dye

‘ Run Red
3 | KUFI0% Digers Yo,|_

0

4 KUBION D:,)mt - Pt I Neygtire 2Qut 7
> <2510 0;9(;" - Kb".‘r N?gc,ﬁv( 2301_ P(l‘ l
6 Poops  Pigert 15,1
7 BOY Oigesh = FPstt Megabe  25ub
8 ECb?LP DI}Qf - spe,I— NP%HV{{ 1‘3uk

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




ymo Mini Prep

Name(s): M- Mortensen Unrista Vinglow

Date and Time: 5’/;6%‘ Y 7 Oo‘q?m

1.

2

Check off as you
Procedure: kKWb%»(CZ(ID fg;fc%'} I“;,;;Mla 0’\;,\%&0 complete the steps
Bacteria used: K& 75004 pS BiC3 Askncuro Virug perbcle (buc khene bon S°r"‘9 PCR . G5 unj x)
Pellet bacteria via centnfuge at >8000rpm for 3min. Discard supernatant...................... v
Note: This step differs from the printed instructions \/
. Resuspend in 525pL of buffer sterile DI...........cooooii
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL [
AQd TOORLTX LYSIS BUFET. .-+ ev e eeeeeeeseeeeeem e e et eee st et e s eeees e vV

3.

(9]

7.
8.

9.
10. Add 30uL Zyppy Elution Buffer to column

. Add 350uL Neutralization Buffer

Page 27

Invert 4-6 times (less than Sminutes until next step)

Inverting 4-6 times immediately

. Centrifuge 6min at 13000rpm............. seassssess ssion isressinidsasuses s sveissbeoaivs
. Pipet supernatant into a spin colummn............c.cooiiiiiiiiiiiiii

Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step
Add 200uL Endo-Wash Buffer to column..........c.ooviiiiiiiiiiiiiiiiiiiiieneeceaens

Centrifuge 30-60sec and then discard flow through

Centrifuge 30-60sec and then discard flow through
Transfer column to new microcentrifuge tube

Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through

12. Label dnd store in -20°C for later use

Label on centrifuge tubeé\P °’p Beckbprey Pleson! J 3// 7 M)
Location of product:_Plesm!d Box_ (p%7 ‘3“]

Add 400uL of Zyppy Wash Buffer to column.........ccocviiiiiiiiiiiiiiniiiiiiiiiiiin.

...................................................

....................................................

CRER

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes




PageZ274

Date and Time: 5 / / ? //’-I Performed by: M 7@;@41{
Qubit DNA Quantlﬂcatlon

Master Mix:
1. Find out how many samples will need to be analyzed H

e Note: You will need enough master mix for two more (The standards) (& Yotal
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL 1300/
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 =80~ (.5.4/
4. Subtract #3 from #2456 (2 93.S
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration 434,
KE75004 A ,§B1¢S 373 | W26~ 353
K 875001 ,581e3 273 | 3F4 53.)
K875004 B o5 BIL3 273 2E b 64.0
K 314200 5 SBICE olasmid 273 352 70.b




Page Q_q'S

PCR
Date and Time: 8 ~-20 - 14 Performed by: ﬂm\m. @ ARVEY

Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer m;d Sci Bqngg”e Ax YR Mac<ice Mix

dNTPs MM

Forward Primer Sty Rwner B / -
Reverse Primer 9558 A4 "Piene ¢ <
Template DNA ¢8%50D]) 1“4

Taq DNA Polymerase ppM ~
Nuclease-free water DQPC,

Procedure:

Symbol on lid | Content in PCR tube
A8 12.54L MM *1.25.1 P4 v 125,L% L xSl
-£D— 42 St . \ . = = R N
N, No 835001 = 1Dl Depl
S N P — 1 | 1 L ¥ £ 11V, 4, G
2. No Yrwnecs A% —-b 2.50e0C_
N T E— '
MNa Noe MM = 13 ¢ Pepl i
Temperature Settings
Denaturation [s°C
Annealing sG°C
Extension 32°C
Final ye C
Number of cycles: 24 Time of completion:
Label on product(s): Location of product(s)

End notes/comments;

NEXT STEP:

Continued on back? Yes D ;: No D



Page 276

Date and Time: §-20- |« Performed by: g, Mo tensn
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed “t
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL (390
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200;
4. Subtract #3 from #2_\
5. Find a tube capable of holding #2 worth of liquid
¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
¢ Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
AB  wg1500) PCR PY75 {107 wg/mr VN e
N, 36.0 Ko 293/
Nj- 62w [mte B AV 3w
’\11 10.3 VY t. Uﬁ'ﬁlml_.




Date and Time: - 2.0 - 4

Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer sASii MaclevMix 2%
dNTPs MM
Forward Primer (. Yomex
Reverse Primer 1) P
Template DNAYA142.00)
Taq DNA Polymerase M
Nuclease-free water DEP s

PCR

Page 2Vt

Performed by: Aywp (5 aeveyY

Procedure:
Symbol on lid | Content in PCR tube
Co V2.SMM 41,26 C+ 18D » Sul-235200 v Sl Dep C
N, Np 35200 —\Da- Dep
(VG No Camos (O —& 7.5uL Dep
N2 Ne MM —+11S De?(

Number of cycles: 35

Label on product(s):

Temperature Settings

Denaturation A5°C.
Annealing W\ C
Extension FL.°C

Final nwe ¢

End notes/comments:

Time of completion:
Location of product(s)

NEXT STEP:

Continued on back? Yes D ; No D



Liquid Culture

Page# 27%

Name(s): MEHLw Morrey o0

3
Date and Time: 8~3;§"}’+ r?w

Amount of LB used: gmL
21600y (Ll +RBS+Tay) (82 i

Part Used:

Antibiotic Used: A"‘?

Amount of Antibiotic Used: _ 2 ul

Concentration of Antibiotic: 50“51 /f“L

Box)

Label on Product: [(2(F 00a Amp Min  X-2§- Iy

Location of Product: Wearm Q"W\.

Next Step: (W, ﬁ“??




Page 279

Gel Electrophoresis Name: MaM-Mer fr,
Date :_&A30 §-23-1-
Time:; 8§70
g
% Agarose: ,/°
Lane Reagents
1 | L [kt NER DNA ludder Reminders:
Add Gel Green
2 25 kS50l PCR Product Add Loading Dye
| A r Run Red
3 |AB Nl 927‘9
4 AQ NQ 72‘75
5 D 277 [¢Z19 200 PCR Produch
6 C,DN‘ T,,‘:.’7'/
7 O Ny
8

Reagents used: J L of e l, ONA sample ol A kb LaJder



Gel Electrophoresis Name:
Date :
Time:

Picture

Results 48 W, L»t.f €xy, DNA Facter Rom Hhe woll 7
OVl ilooks ke AE Fonled

%, ,Ocl:.f 300(9.

NEXT STEP:




A Zymo Mini Prep
Name(s): Mg, H‘ (bb“l‘f’/‘w\'
Date and Time:  §-24~14 1, m
Procedure: _ (frwm s hock B )\
Bacteria used: 205002 Ao

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant

Note: This step differs from the printed instructions

2. Resuspend in 525uL of buffer sterile DI............c.coooiiiiiiniiinnnnn.
Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL
.Add 100pL7X Lysis Buffer...........coooiiiiiiiiiiieens

(98]

Invert 4-6 times (less than Sminutes until next step)

N

Inverting 4-6 times immediately

AN

Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 200pL Endo-Wash Buffer to column.....................cooeeaill,

Centrifuge 30-60sec and then discard flow through

8. Add 400uL of Zyppy Wash Buffer to column.............................

Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube.............................
10. Add 30pL Zyppy Elution Buffer to column.....................c.oocee.

Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through...........
12. Label and store in -20°C for later use.............coveveiviieinennennnn..

Label on centrifuge tube:**'5 QO Pl anvp Mwir 380
Location of product: Plsa:d Fose ]

. Add 350uL Neutralization Buffer.............c.coooiiiiiiiiiii ..

. Centrifuge 6min at 13000Pm........covviviirniiiiiiiirieeieenenaenaas
. Pipet supernatant into a spin column................coiiiiiiiii L,

Page Q‘(O

Check off as you
complete the steps

Deviations from Procedure and other Notes:

NEXT STEP:

Continued on back? Yes :No




Page 2.9\

Mini Prep - News Protocel
Name(s): Anma  GaeveyY

Date and Time: §-2-14 R 2 230am Check off as you

Procedure: complete the steps

Bacteria used: L.83500\

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supemnatant.......................

2. Resuspend in 250pL of buffer P1...........o.
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL

3.Add 250pLBuffer P2 .. D
Invert 4-6 times (less than Sminutes until next step)
4. Add 350pL Buffer N3 . ... o D

Inverting 4-6 times immediately
. Centrifuge 10min at 130001PIm. . ... ..o e
6. Pipet supernatant into a QIAprep spin column............................. i,
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 500uL Buffer PBto column....................oo D
Centrifuge 30-60sec and then discard flow through

(9}

8. Add 750uL of Buffer PE to column.................. D
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube...............................

10. Add 50pL Buffer EBto column.........................ol. B

Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through....................................]
12. Label and store in -20°C for later use...........c..oooiuiiiiiiiiii i

Location of product: Piyamicd  Box

Deviations from Procedure and other Notes:

Successful?

4es

NEXT STEP:

no Y

Continued on back? Yes D ;NOD



Pagea®2

Date and Time: B-2(0- W @,\Dm\ Performed by: ﬂmlﬁ ( jﬁghlgg

Qubit DNA Quantification

Master Mix: /

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL _‘/,_
e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent,
3. Take #2 and divide it by 200
4. Subtract #3 from #2 v~
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

IS oD

2%\

\3\*“\3 I-v-\_,

pa_ AP
Vo




Page283

PCR Carve
Date and Timezgﬁg / 5 750 5y, Performed by: m#— Mor ZmJ‘en
Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer Bu H,(P\!e, 2w Maglermis, 12,5ull
dNTPs ~—— U
Forward Primer S0Fay Ppimer A l.25ul
Reverse Primer SOEdg Trimea B ) : .25, K
Template DNA K£7500 | Plagas/ Pﬂgl M A T HEul
Taq DNA Polymerase — ~
Nuclease-free water Dep C 2,590
Procedure:
Symbol on lid | Content in PCR tube
AR FL\” Reﬁch()l\
N, No Tonglate I0ul. Des(
M2 No Pringrs 3 OHul Nesl
N, No Masker My, 1509wl DepC
Temperature Settings
Denaturation | 1°°¢
Annealing L3 °C
Extension 72°C
Final 72°C
Number of cycles: 74 Time of completion:
Label on product(s): Location of product(s)

End notes/comments:

NEXT STEP:

x)

Continued on back? Yes D ; No D



Pagefﬁq—

Date and Time: §-29~ 14 Performed by: Mot Morlensen
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed

¢ Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100puL.

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200
4. Subtract #3 from#2__
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL. DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
AB, 2wr | P 270 b gyl
ABa 293 |7-¢ ug/eb
/V, 297 H.1 7 ‘&zi /aL—
Ny 2§3 - i
Nz 283 _
ch 377 Py

?CR Seems 10 have been .S'u(ceJJFuf
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s €W}K
PCR
Date and Time: 7:3¢ _ $/32/14 Performed by:  Frab Sedst
Reagents: (customize the list and include volumes and concentration):
ThermoPol or Standard Taq Reaction Buffer  Eo(lseye X PR mester miK LG W‘L
dNTPs MM N
Forward Primer | >x§ Wl A primet
Reverse Primer | 5wl b Di-"‘-rvl-cl"

Template DNA__ §1 3i4200. 2wl §2500] —» AB py, 293

Taq DNA Polymerase

Nuclease-free water

MM —2¢p P2-222

Dep C

PLWART

Procedure:

did ot hae tegh CO 50 € and E'-oni;mcwéd lmd, of-cD

Symbol on lid | Content in PCR tube
Aty f“’L 400, @wL Ik $2500], 129wk MM _ (25wt Agrimer A5 wd Bprinfel| P51HVE
g N W Swl mam 8.5 wi Dep & [ nofrimens
C } Wl Rl¢ro0 1 LRG ol Aptimer 125wl Pocimer, HwLMJq MMM
D » pwl Dep(® acwd A.pﬁmrp, VA5 we B pimer , |2 5wl ma] v yemghede g
E B oL k300 o be C T 125, L Apr,,kcr (5wl Bormep 125wl pa M| W0 kP50l
E 8L DepC 2L l‘(‘ﬁV&O@‘I (25wl Ap\l"‘tl‘ 128wl DP"'M/ PX Swk MM Ao K3lgroO

Number of cycles: 34
Label on product(s):_4 & .0E,F 3y 8/ Location of product(s) ;i ~de ay  lreen holder
End notes/comments:

Temperature Settings

Denaturation (g
Annealing ca®c
Extension 72°C
Final 49 (

Time of completion: {0 ‘2] pm

Sucessiul

NEXT STEP:

Continued on back? Yes D ; No D
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Date and Time: 3/27/ (4 |@:30pn  Performed by: A~ artenteh— AveorGapvey
Qubit DNA Quantification

Master Mix: _

1. Find out how many samples will need to be analyzed é

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200puL and add an extra 100uL _{760u-L
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 &
4. Subtract #3 from #2 ¢ 415
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199pL master mix with 1uL, DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
A 245 57 7.‘;, Jl
R " U8 worp furd
F ] \__Z/#
) U 377 «/;2/“" L
E X 3f0 sy L
F R (2% p;;__/uﬁL
(el
Reds g+ puogher RN i
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Date and Time: Performed by:

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
e Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL. Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
¢ Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199pL master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration

N 298S 320" L

B 19 ‘6“ j/w\L..

C 5153 mu
|9) S Q2 ¥ |mL
T \OH Y8/l
¥ {7 23. 7% “B/m\q
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Date and Time: 8/29 /1t

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations

M
Performed by: GHM'W"‘I"‘ Ama G—.wﬂ,

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.
2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample SOEr, ¥
Tube + Gel )
weight 043 g
Empty tube

wef;hz ©.9 384
Gel Weight |.1559
Buffer QG [4(5 1
[sopropanol |155 4L

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30pL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: 380 SEwWing PR CIvackh

Location of Product: Peiaon 3074
Next Step:
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Gel Electrophoresis Name:
Date :
Time:

% Agarose: ‘

Lane Reagents

] Al
2 | -
2 Q

& J

2 0

6 <

7

8 _

Reagents used:



Gel Electrophoresis Name:
Date :

Time:

Picture

Results

™ g\ lools successiul .

NEXT STEP:

Ge\ Exvoc
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Date and Time: Performed by: Mq-H- Mog;—u cenl ¥ Am\) A Cﬂ B BVEY
Qubit DNA Quantification '

Master Mix:
1. Find out how many samples will need to be analyzed
¢ Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
¢ Note: the extra 100pL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190uL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
¢ Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name

Page

Concentration

SEWNing PC@  Exdvack

ABL

& 4.0




Date and Time: 5725/ ks
Reagents: (customize the list and include volumes and concentration):

ThermoPol or Standard Taq Reaction Buffer |2.6u12% Bu l[m',., Mepltr Miy

dNTPs

PCR

Page 289

Performed by: Mg Mockenseo n

MM

Forward Primer
Reverse Primer

Template DNA
Taq DNA Polymerase

FASLL SOE e "A mrimies

= o v
129,050 Eing "™ g rimer

Qu}l. &

OE‘\"‘} PR Prof]m# l.jlv?g ”B"

Nuclease-free water

vy

Procedure:
Symbol on lid | Content in PCR tube

Number of cycles: 50

Label on product(s):

Temperature Settings

Denaturation | 95~
Annealing 6o
Extension (&
Final 72

End notes/comments:

Time of completion:
Location of product(s)

NEXT STEP:

Continued on back? Yes D ; No D
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Date and Time: _{3 -8 ~ M‘ Performed by: /a}g\)Nﬁ Qﬁz\/zv « Mar momiws 51

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page m which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY dewviations from the protocol.

PROCEDURE
Material Location
o Buffer Qg NE@ Z\

o DNA_20.83 ¢99<o0\
o Emzyme 0.5 0.5 €00\ Xbpal

AMOUNT
MATERIALS | TYPE USED

Buffer NE% 2-\ 25 w

CSEWWRR
b\ DNA Wi 5024 A0 . 6 3ul Total Reaction Volume 25

o) .
Enzyme(s) Yoo\ O §,««~\ 443 fmL
Water DEPC , 0. FFul-ul

Construct a table with this format for each reaction that you do today.

@ versoorn 1.8l
o DRYAS

Q) En'tk\me") ' \L-\FZ— WE

Wawa
N\,qu\a& NZ =19 kageit
25 2.5 \onkkes
2x 0 ef{;‘ﬁf‘g‘j T 200wl O C
W ¢e

\ o



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page 291\

Gel Electrophoresis g:tfsziﬁma_@z&&ush MMM?&
Time:
% Agarose: I
Lane Reagents
1 Reminders:
Add Gel Green
5 Add Loading Dye
Run Red
3
& N7Z (- cr\%x\mel)
5 [NV (='ousTer)
6
8 (Leas0on Digesy)
7
A (sew ez Digest)
8 Laddey

Reagents used:



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

™ ol veos sucangs |

NEXT STEP:

Qe ExXvadivn
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Page 292

Mot Noresin

Date and Time:

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations
1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Performed by:

Sample PcR Vector
Tube + Gel g =0

[ Lin
weight o7
Empty tube
weight Ny | qq39
Gel Weight | .4l g 207
Buffer QG |Uf3uL G2l
Isopropanol | 16lu v | WI*

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100puL per 100mg; so 3 volumes is 300pL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product:
Location of Product:
Next Step:
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Date and Time: X,// s O/ ( ‘f Performed by: /V\L\‘JL/‘AM Foyn
Qubit DNA Quantification
Master Mix: 2{

1. Find out how many samples will need to be analyzed
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100pL
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2__
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1puL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
$%Fins PR Digorr Go| Frhruck 240 | 1§) "%
7500y 0:p00t Gel  Exctve b 192 775

SOEin, Predyed PR 289 207w (4




Date and Time:

Pageﬁ_‘f

Mal Moeremsg e

Performed by: Qm\m Q[lmiud

Restriction Enzyme Digest

Optimal Digestion is reached by using the correct reaction volume of your

components. SO BE CAREFUL IN YOUR MEASUREMENTS

Please be specific m where you found your materials. (For DNA, reference prev1ous
page in which it was prepared) RPN

Please be descriptive in your procedure in order to help clarify for others.
Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer 2 b NFB Z. ‘

r AMOUNT
MATERIALS | TYPE USED
Buffer ME%L'\ S
. Y
X L DNA ‘)‘E; 1% n. 334l Total Reaction Volume Q 5ML
ECO\E\ ol
NG N Enzyme(s) WA Sp*- \ Gty )
Water DEPC \5 .07
Construct a table with this format for each reaction that you do today.
—  (Q130)
WHISCOH  7.8lul
Buty 2.Swl

s

Enzum Q‘(F)D\ M\'

wo v



Start Time of Incubation:
End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

20Mma o G‘;.(

Where did you store your finished product and what did you label it?

Plesmg Jox

NEXT STEP:




Page ﬁ"lb
Gel Electrophoresis Name:/eHba,, Vrkeng,,
Date : /-21-17
Time:_Spn

% Agarose: 1

Lane Reagents

1 | Reminders:
Add Gel Green

2 Add Loading Dye
| “4& NER bR Lagd e, Run Red

Sofzi,, PCR Producb )

‘Yo i~ -PI‘H 4o

4 _ - -
| rwwﬁ_‘ﬂi_lau, Sefing PCR Pred Oige 2%t
| KE7500% Digers o201 2L
; |
’ |

’ |

Reagents used:



1 .
'A!l 3*“

Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:
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Date and Time: ®-2\~ 14 @ Fpm Performed by: AN N ( BRVEY
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample JOE 4 |[Soz 4 | Vedhor
Tube + Gel

weight \ '0743 \'08:‘3 \'\D\Q)
Empty tube | g7y

weight 5 |y ‘6”66
Gel Weight |oass | (V3L A5
Buffer QG Mus G2 | 555,
Isopropanol | 0 ASS" |o.\Ae | O .18S

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100pL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750pL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product{50 & 7<Vecto) Ge\ Exivoct vg,294
Location of Product: Yrimey  ®o x
Next Step:

Qo
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Date and Time: _®'2Spm 5-3 —le Performed by: Anngpy C:IA{NF\_(

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL ™
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra rea‘%
3. Take #2 and divide it by 200 v~
4. Subtract #3 from #2_ | ~
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190puL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199puL. master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
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Page A%

Date and Time: f) ~2% -4 Lab Technicians(s) involved: Awna Coppvey
Protocol: | ioat Merr MozizissEs
Reagents:

Procedure (with applicable notes):

Al 2l Ligase ?\.\Q‘U, fal TW ONVA L\‘%Qse, \D‘@DE'«\% . "I’ML\L% :{'SDOLS'

The concemaion of WL st ond  veckor woas veng low
oy w44

ask have enougn N sdubion o do Popr weaqathive ¢

Results:

Location of product: ov. P2 4 ypzsooM e 298 AG}
Label on product: Ry wan. Biy

End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD




Name(s): Maktha, Podey. Electroporation
B it

Reagents: ?Ofi7 Ligeh'en PP&)()J, ur

Page: E_OE

Cell Preparation

|Competent cells thawed? Yesi No___

Amount?

Electroporation /

Electroporation cuvette chilled? Yes_‘/_ No___
Amount of SOC added to cuItuyeW Sl
DNA placed in m/f tubes? Yes_ No____

Amount of DNA mixed with competent cells: gu L

Voltage used for electroporation: EQi

Placed onice? Yes ‘/No_

*Optimum voltage for £. coli is 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

voltage of 1,200 to 1,900 volts. /
SOC immediately added after electroporation? Yes_\/ No___

Cells shaken at 37°C? Yesl No___

Amount added: {Lm L

Start time: 8 - End time: 7

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes_ No___
Cells spun in centrifuge (10-15s)? Yes___ No____
s/n decanted off? Yes____ No___

Cells resuspended? Yes___ No____

Dilutions performed:

10 Yes_ No___
10%Yes  No___
10° Yes___No___
10" Yes___No___
10° Yes___ No___
10°Yes___No___
107 Yes_ No__
10°Yes__ No___
10°Yes___No___

Amount of solution:

Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

Labels on products:

Location of products:

Next steps:

Signature:

From: http://www.oardc.ohio-state.edu/stockingerlab/Protocols/Electroporation.pdf




Zymo Mini Prep
Name(s): MHwd My,

Page 299

Date and Time: ¥/4/1q 4 2

Procedure:

Check off as you
complete the steps

Bacteria used: (97500, ((Hor\!
1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant..................
Note: This step differs from the printed instructions

[\

Transfer resuspended bacteria to microcentrifuge tube- the total will be >525uL.

(8]

Invert 4-6 times (less than Sminutes until next step)

S

Inverting 4-6 times immediately

N

. Pipet supernatant into a spin column................ooiiiiiiiii
Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
. Add 200uL Endo-Wash Buffer to column...............coooiiiiiiiiiiiiiii
Centrifuge 30-60sec and then discard flow through

~J

8. Add 400uL of Zyppy Wash Buffer to column................cooiiiiiiiiiiiiiiieee,

Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube............coviiiiiiiiiiiiiiiiiiiieir e,
10. Add 30pL Zyppy Elution Buffer to column...........c.oviiiiiiiiiiiiiiiiiiiininenee,

Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through................................
12. Label and store in -20°C for 1ater USe........ccvvvivriiiiiiii e rae e

Label on centrifuge tube: IK§9500¢ Chior Plagm.d Ve mwm 214
Location of product: P lesmig Be;x‘

..... g

. Resuspend in 525puL of buffer sterile DI............cooiiiiii i
. Add 100pL7X Lysis BUffer.........oooiiiii e
. Add 350pL Neutralization Buffer. ...

. Centrifuge 6min at 130000Pm.......o.oiiiiiniii e

Deviations from Procedure and other Notes: Eluted Linky +he Same Fubo

NEXT STEP: 0751

Continued on back? Yes

:No




Page 300

Date and Time: 4-5-1{ "3 Opm _ Performed by: QNN{-} C‘MK\/&)
Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed \/

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 L~
4. Subtract #3 from #2_ v~
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
815004 ¢299 \A7 ™3 /mL
SewWing PR 170" %me




Page?0!

Mar Mopveng,,
Date and Time: Performed by: Aang qu'e.f,

Restriction Enzyme Digest

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY dewviations from the protocol.

PROCEDURE

Material Location

o Buffer NEBu fe, 2.
(@] DNA 37500'{ ] SoE‘ag P(.2 Pva:l-
o Enzyme Spe T  Ps4T  XbaT

AMOUNT
MATERIALS | TYPE USED
Buffer NEB 2.5 ul
DNA & 75004 Sul. Total Reaction Volume 25 ul_
SP'Q I Jul
Enzyme(s) Ps+T L
Water DEPC 3550k

N, = Neo E’nz."N I‘llz NO DNA
Construct a table with this format for each reaction that you do today.

2.5
]
DNA PCR Prog  Gul- 2500 Tosa
' Jute
Xba ¥
En?‘/"‘?s M

Df? Q Dep C 4. Su



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):
Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Page B_DZ

Myis 5
Date and Time: Performed by: _A:\‘n, ;’ﬂf,?““

Gel Extraction
Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.
2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample Ve k. PCR

Tube + Gel

weight 1,030, l.oa3
Empty tube
weight a5, | -90G,

Gel Weight | 108, | 197,

Buffer QG | 315, | §6(L

Isopropanol | 10y 4L | 87,1

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100puL per 100mg; so 3 volumes is 300puL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800uL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: ?

Location of Product: ?\l A '5075
Next Step:




Page

Date and Time: Performed by: Mot Maknsé~  Pana GQ,./&’,
Qubit DNA Quantification

Master Mix: ' /

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL _/_

e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200/
4. Subtract #3 from #2_/
5. Find a tube capable of holding #2 worth of liquid

¢ Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsSDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190puL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name ) Page Concentration
9%00% Digest Gol Extractin (Vechor | 202 0.5 ug /ns
S0Eng PCR D-‘S.f.!“’ Gzl Exted b ( Tngeet) 302 g’-o'iwg/mk




Page #0Y4

Date and Time:j{?%l Y Lab Technicians(s) involved: Mafhs, Morlane,.,
Protocol: ~/6ghon Ao Cmr;&:,
Reagents:

Procedure (with applicable notes):
4.‘ ol Ty D/m L"Scl’?) 2k L-?.Scfe Bw?{-eﬂ ) i, 76 ul 875007 Gol Bxra Nyn {P ?02-);
6.21L) SOE 6el exhuct (P?oQ\ L’()PUL bo ( Waler

P Oule T4 A Lgau ZML LicGwe gwlﬁa,_f '76 Lga}rl)wuf C-PI f*mhg {,;3
(alul SOF Gel exhech (302 J, 707 oo 2 o3

L ‘ulk I’L{ D/Uﬂ Qul—- & Yy (=4 tg“‘fﬁfr 0(;!,?7400‘1' E L SC)E W"‘a' qu C

Results:

Location of product: Electo,, . et
Label on product: ™
End Notes/Comments:

NEXT STEP:

Continued on back? Yes D; NOD



Name(s): Sung Goevey Electroporation
Miar Mrensay

Reagents:

Page: _ﬁo_‘(

Cell Preparation

ICompetent cells thawed? Yes_X_ No___

Amount? LH);Q |

Electroporation

Electroporation cuvette chilled? Yesl_ No____
Amount of SOC added to culture tubes: J_m_]hi_p)
DNA placed in m/f tubes? Yesi No___

Amount of DNA mixed with competent cells: _?)&‘\__

Voltage used for electroporation: Lw ‘

*Optimum voltage for E. coliis 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired

voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes_X No__

Cells shaken at 37°C? Yes_x_ No___

Placed on ice? Yes___ No___

Amount added: ﬁz ‘Sﬁ\ L

Start-timmeT————Fro-times

Serial Dilution

Cells transferred to 1 mL m/f tube? Yes_’L No_
Cells spun in centrifuge (10-15s)? Yes___ No____
s/n decanted off? Yes___ No___

Cells resuspended? Yes__ No____

Dilutions performed:

107 Yes X No___
10%Yes A No___
10° Yes__ No___
10*Yes___No___
10°Yes__ No___
10° Yes___ No____
10”7 Yes_ __No___
10%Yes_ No___
10° Yes_  No___

Amount of solution:

Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

-0

Aq_Y-14-y

Labels on product:{‘g ?<‘l ? D

Location of products: li Joum

Next steps: _Poam

Signature:
From: http://www:ardc.ohig

Ate.edu/stockingerlab/Protocols/Electroporation. pdf



Morborian Mini Prep

Matt
Name(s): Any Garve,

Date and Time: ©24'-[1
Procedure: t"*‘},,nm* ctsig pUCST (Amo)
Bacteria used: 75

1.
2.

7.

g.

9

. Transfer column to new microcentrifuge tube

Page 206

Check off as you
complete the steps

Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant..................
Resuspend in 250uL of buffer P1....... ...
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL

CAAd 250pLBuffer P2. ...

Invert 4-6 times (less than Sminutes until next step)

CAdd 3S0pL Buffer N3 . oo

Inverting 4-6 times immediately

. Centrifuge 10min at 130000PI. .........iuiit it e aenaas
. Pipet supernatant into a QIAprep spin colummn...... ...

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step

Centrifuge 30-60sec and then discard flow through
Add 750uL of Buffer PE to colummn... ...
Centrifuge 30-60sec and then discard flow through

10. Add 50uL Buffer EBtocolumn.......... ...

Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through....................... ..
12. Label and store in -20°C for later use.......................cooiiiiiii

Label on centrifuge tube:
Location of product:

Add 500puL Buffer PB to COIUIM. ......oviie e D

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Continued on back? Yes

D ;NOD




Page?®”7

Date and Time: Performed by:

Qubit DNA Quantification
Master Mix:
1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100pL
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10uL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199pL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1pL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
M* RES t cubsis #l ?lc.mu} isol ey, 7% 276 Mg/g.l..
7 BAD+ - -. #) ,plamIr_J 306 a1
¢t oy Y1 olesaud 206 230
PLC«. * #) ‘?la:, o~ 306 2% 9




Date and Time:

‘1:39?"\

Performed by: .

Restriction Enzyme Digest

Optimal Digestion 1s reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

Mt Murlense-

Page Sog

- Please be specific m where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE
Material Location
o Buffer
o DNA
o Enzyme
AMOUNT
MATERIALS | TYPE USED
NEB 2.1 Z5ul-
Buffer
7BAD+ RS tady, 13 v
DNA #1 306 Ous)
NheT Jub
Enzyme(s) Ws+T lul
Water DEPC 6.3

Construct a table with this format for each reaction that you do today.

Ne@ 2)

Kats1od Maiptp 8 1y oy (1ws)

?lll

Xba T
ﬁs+;[

Dep <

2.5 L

1l
lub-

16uk

Total Reaction Volume 261 ul

Wul Yot



Start Time of Incubation: 539
End Time of Incubation: G20

Note: mcubation time is typically 1 hour

: ) - 370
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)
W C o Hearshal  for 20°C

Where did you store your finished product and what did you label it?

NEXT STEP:




Lo
o

TY pva
"6 (AL
Veel,.
PEADARES)
CU'T'-*E,H
r3
inse
el ]
P21y

Deo C

Page 3OV

Date and Time: Lab Technicians(s) involved:
Protocol: Liggiion
Reagents:

L— \ L 2 L 3 L ‘1
Procedure (with applicable notes):

2wl 2.l eIV 2yl
lul lul, vl lul-
1.385,L  )12% s 0L

54d,0 gL b9 5

991, 3.¥7 10.8) 1. 06

Results:

Location of product:
Label on product: —
End Notes/Comments: Trantfy. me) 2 IO

NEXT STEP:

Continued on back? Yes D; NOD




Name(s): Anno Coneyes Electroporation page: 310
Maxr Mogmpossu

Reagents:

Cell Preparation
|Com petent cells thawed? Yes X' No___ Amount? oS m L

Electroporation

i

Electroporation cuvette chilled? Yes *

No___

Amount of SOC added to culture tubes: ‘ﬂ

DNA placed in m/f tubes? YesA No___ Placed onice? Yes___ No___
Amount of DNA mixed with competent cells: ﬁ

Voltage used for electroporation: Eeo \
*Optimum voltage for E. coli is 12,000 to 19,000 V/cm. Using a 0.1cm cuvette means a desired
voltage of 1,200 to 1,900 volts.

SOC immediately added after electroporation? Yes)_(_ No_ Amount added: Sm ~

Cells shaken at 37°C? Yes_)!_ No__ Start4ifne: nd ti

Serial Dilution

to 1 mL m/ftube? Yes_ Noﬁ

Cells transferr
Cells spunn centrifuge (10-15s)? Yes____ N}(_
s/n décanted off? Yes____ Nox

ells resuspended? Yes Noé Amount of solution:

Dilutions performed;

/’/lw — No___ Volumes:
10°Yes__ No___ Volumes:
10° Yes___ No___ Volumes:
10" Yes___No___ Volumes:
10°Yes___No___ Volumes:
10° Yes____No___ [¢] :
107 Yes___No___ Volumes:
10%Yes___ No___ Volumes:
10°Yes___No___ Volumes:

Labels on products: TRED + —500} A PP w\.’)?'b\ (3 <(9-23-1u ‘7&
Location of products: \'Doum Y2 ue
Next steps:

Signature:W-

From: http://www. oardéro‘iﬁo-state.edu/stockinge rlab/Protocols/Electroporation.pdf




Date and Time:

Restriction Enzyme Digest
Optunal Digestion is reached by using the correct reaction volume of your
components. SO BE CARFFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NEBy e, 2.
o DNAKIMIDO y¢BIG pniges product 70-C ngfil ALY
o Enzyme Xoo I P41

Performed by:

Page 3_/_¢

AMOUNT

MATERIALS | TYPE USED
Buffer VES 2| Sul

§s3é7$§w(,27;) 19.7
DNA Full

XbaT lut
Enzyme(s) PsiT lul
Water DEPC ld. T ul

Total Reaction Volume L‘

Construct a table with this format for each reaction that you do today.



Start Time of Incubation: &:30
End Time of Incubation: %: 30

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes): 37°C

Method used for Quenching the Reaction (different for different enzymes)

20""1"” gC)OC Hﬁ&l‘ Qw,ntl\l’n‘?

Where did you store your finished product and what did you label it?

NEXT STEP:




y . Mini Prep
Name(s): ;‘%WUH (G h2VEy

Page ﬂZ

Date and Time: - 2¢ - ) # 3 H):?n"l

Procedure:

Check off as you
complete the steps

Shrany
Bacteria used: L, -» 09)90* lZﬁS’ * Dump

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant. ..............

2. Resuspend in 250pL of buffer P1............

3. Add 250pLBuffer P2. .. oo
Invert 4-6 times (less than Sminutes untll next step)

4. Add 350pL Buffer N3 ... oo e

Inverting 4-6 times immediately
5. Centrifuge 10min at 13000rpm. ... ...t
6. Pipet supernatant into a QIAprep spincolumn. ...
Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step

7. Add 500uL Buffer PB to column..............oooiiiiiiiiiiiiiiiiii i
Centrifuge 30-60sec and then discard flow through

8. Add 750uL of Buffer PE to colummn. ... e
Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube...................iiiiiiiiiiiiiiiinens

10. Add S0pL Buffer EB to colummn..............o.oooi e

Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through..................................
12. Label and store in -20°C for later use.......... ... _
Label on centrifuge tube: / C . A & ¥ e

Location of product: QALY Vg

Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL

<]

X

Deviations from Procedure and other Notes: Oal 4 cal ’h,\was T

G VO e

Successful?

NEXT STEP:

Continued on back? Yes D ;NOD




Page 3_8

Date and Time: Performed by:

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
compogents. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page i which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer
o DNA
o Enzyme
AMOUNT
MATERIALS | TYPE USED
NEBu fer 2.1 254l
Buffer
7BAD RBSY Cyydyry |. ¥4 u“_
DNA P06 (a7 /oL (-Sug) Total Reaction Volume >
Wl AR, | Sul
Enzymel(s) |P<tT Fub
Water DEPC 19-6( L 2.6 For- E«z.,m Nogohveg

Construct a table with this format for each reaction that you do today.



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label 1t?

NEXT STEP:




Page 219

Gel Electrophoresis Name:
Date :
Time:
% Agarose:
Lane Reagents
Reminders:

1

2

-
Y

o
9

10
C

Ladde | Jebs
Tr""‘ﬁnrmu‘?-n sy

| H 6
#9

H 10

| K3qwoo 0:5“"

Add Gel Green
Add Loading Dye
Run Red

Reagents used:




Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

NEXT STEP:




Page 3 5
Gel Electrophoresis Name:

Date :
Time:

% Agarose:

Lane Reagents

1 Reminders:
Add Gel Green

2 Add Loading Dye
Ladds, 1kt vER Run Red

3 | bt M"v-fpru'o Peoduch #4 23

4 fBc Uk
pBAD +BBCE Cubsly 1) Comy, Glycerel Skock = Miniyep

5 ?GADf RBE Cubrg ';U(_,57 from Gacuot Sk

6 KsF IOy "fuN\) Y Gel Fxtroce YLy

7

8

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




page JIC.

Gel Electrophoresis Name;w

Date :

Time:—_—rL‘\D
% Agarose: _ﬂ;

Lane Reagents

1 1 L,C\ddg)( %AL + {ub \M\V\%d% Reminders:

POl (O @ it (KA ptes "
3 *P
* s\
N VIR

Reagents used:

'DD\%M’V

7>x\o.o>w )

N
N e
2, 2% pals TBS: Quksie ouSF (I

@ogﬁr 0\ 2%\



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

NEXT STEP:
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Gel Electrophoresis Name:
Date :
Time:
% Agarose:
Lane Reagents
Reminders:
1
| Add Gel Green
2 L | Add Loading Dye
Run Red
3 p |
4 N |
-p
5 P |
-N
6
Dy |
7 | old O
8 |

Reagents used:




Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Name(s):
Date and Time:

Procedure:
Bacteria used:

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant...................

2.

3.

19,

7.

8.

9

1

12. Label and store in -20°C for later use

Label on centrifuge tube:
Location of product:

. Centrifuge 10min at 13000rpm
. Pipet supernatant into a QIAprep spin column......................

. Transfer column to new microcentrifuge tube
10. Add 50uL Buffer EB to column

Mini Prep

Page s fd

Check off as you
complete the steps

Resuspend in 250pL of buffer P1...........ooo i
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL
Add 250pLBuffer P2

Invert 4-6 times (less than Sminutes until next step)
. Add 350uL Buffer N3

Inverting 4-6 times immediately

Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step
Add 500nL Buffer PB to column

Centrifuge 30-60sec and then discard flow through
Add 750pL of Buffer PE to column

Centrifuge 30-60sec and then discard flow through

Let stand for 60sec then centrifuge for 60sec
1. Discard column and save centrifuge tube with flow through

...............................................................

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Continued on back? Yes

D ;NOD
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M- Moclensn
Date and Time: Performed by: Aqnq @wc.l,
Qubit DNA Quantification
Master Mix:

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)

2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100uL.

e Note: the extra 100puL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.

3. Take #2 and divide it by 200
4. Subtract #3 from #2__
5. Find a tube capable of holding #2 worth of liquid

e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.

6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent

8. Vortex lightly to mix.

Standard and Sample Preparation:

1. In a Qubit assay tube mix 190uL. Master Mix with 10puL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.

2. Repeat Step #1 for Quant-iT BR Standard #2

e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.

e Note: The standards should be in the 4°C

e Note: Only write on the caps of Qubit tubes when labeling them

3. For each of your samples in individual Qubit tubes, mix 199uL. master mix with 1pL. DNA
Running Samples

Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.

1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.

3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.

4. Repeat step #3 for each sample

5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
PBAD 4R8s ¢ cuho, B 71y ST
2B * ‘42 3if -0 ug /ml
plac ¢RBS +robe, 21 T 94.4

Pl *2 g [3¢0

'l<3l‘r1°° P SRIC? 51 21y 3.5

k3reae 58I  ®a Y 2.5
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Page

Moy prhaw Mae¥tsen
Date and Time: {-29~4 ‘i"?o'pﬂ% Performed by:/’)m\q Garvey

Restriction Enzyme Digest
Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific m where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.
- Include ANY deviations from the protocol.

PROCEDURE
Material Location

o Buffer
o DNA

o Enzyme

AMOUNT
MATERIALS | TYPE USED

Buffer

DNA Total Reaction Volume

Enzyme(s)
Water DEPC

Construct a table with this format for each reaction that you do today.

i Ne g arivie e M'S_"w‘
Tyt Amount neg 3, |25 | ¥° :w_‘;;J 25
254k Negutve pBADIRBS: o [10.2 5.1 "cws.-wfl{}.y‘ .24
th{‘%r 2.} U] 2. 5uk Cubiiied = -5’_6»0 .

K31y 20 [ | 2L Sl g 5 or0 ST huL ~ut oD
T o ] [ = el
Eﬂ?‘f"“’f );,L‘;; e -g ULL:rg WD‘.:I( } 10.3 6.9 st( 0 1304

3 'UL ) r
[
- )
ler | 4.8 1
Ha [ —_ :
\ -
Alegetivy STR
“H=-P



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:
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Gel Electrophoresis Name:
Date:
Time:
% Agarose:
Lane Reagents
1 | Reminders:
Add Gel Green
2 | Add Loading Dye
Run Red
3 ‘ Legher
4 | 314200 ¢sBlcy +xef 5 320
5 ‘ tX~P
6 -\t
7
8

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:
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Gel Electrophoresis Name:
Date :
Time:
% Agarose:
Lane Reagents
1 x4 Reminders:
| \)BQD Add Gel Green
2 x-P Add Loading Dye
‘ ?BAD 1 Run Red
’ | B Fet X By
320
4 | Leder I
5 ,‘)[at FxHP Digegr
6 sl +x- P
7 oLsc - X+
8

Reagents used:



Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:




Mini Prep
Name(s): Malt Murie -
Date and Time: §:40a,, 4750/

Procedure:

Bacteria used: \<314200 ,£@/C2

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant
2. Resuspend in 250pL of buffer P1..... ..o

Page32 3

Check off as you
complete the steps

Transfer resuspended bacteria to microcentrifuge tube- the total will be >250puL

3. Add 250pLBuffer P2.... ... e

Invert 4-6 times (less than Sminutes until next step)

4. Add 350puL Buffer N3 . ... oo
Inverting 4-6 times immediately

5. Centrifuge 10min at 13000rpm. ...........cooiiiiiii e

6. Pipet supernatant into a QIAprep spin column......................ool.
Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined i this step D

7. Add 500puL Buffer PB tocolumn................oooiiii

Centrifuge 30-60sec and then discard flow through

8. Add 750uL of Buffer PE to column.................ocoiiiiiiiiii,

Centrifuge 30-60sec and then discard flow th10ug11
9. Transfer column to new microcentrifuge tube....................ooiiniinn.
10. Add 50pL Buffer EBtocolumn.......................oo
Let stand for 60sec then centrifuge for 60sec

11. Discard column and save centrifuge tube with flow through...............

12. Label and store in -20°C for later use. .........coovveeeireeiiiiiiieinnnnn

Label on centrifuge tube:
Location of product:

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Continued on back? Yes D ;No D



Page”2Y

Date and Time: Lab Technicians(s) involved: Mt Mo lenge,
Protocol: Ge[ Eysack

Reagents: G530 pn GY20/1

l .
Pr%c[e;dgre (with applicable notes):

Erputihe | W oBARD RO {

aug  .Gqi6 1Y
TULQ-‘-GYI "0076 l‘l069
Cel 0%y 119
Q6 ¥l 570ul.
Results:

Location of product:
Label on product:
End Notes/Comments: Both cub w/ X+P

NEXT STEP:

Continued on back? Yes D; NOD
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Mini Prep
Name(s): MW Mooy

Date and Time:

Check off as you

9 complete the steps
Procedure: g3 oV<™? i p p

Bacteria used: K2ISyuy  PBAPIRB¥cY Lo t8 Becil

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant......................

2. Resuspend in 250pL of buffer P1...... ..o
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250puL

3. Add 250pLBuffer P2 ciscsemssinmmiissaissmmvms s vins s e s s ivs s e i - D
Invert 4-6 times (less than Sminutes until next step)

4. Add 350pL Buffer N3 ... e e D
Inverting 4-6 times immediately

5. Centrifuge 10min at 130000PI. ......o.uiuii i e

6. Pipet supernatant into a QIAprep spin COMMMN. .........c...ooiiiiiiiiii e

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 500puL Buffer PB to column. .. ... rmnvissimvmmissviissaamris i ssaaissssmisiessessts D
Centrifuge 30-60sec and then discard flow through
8. Add 750pL of Buffer PE to columm...............ooi D
Centrifuge 30-60sec and then discard flow through _
9. Transfer column to new microcentrifuge tube................. i E
10. Add S0pL Buffer EB tocolumn........... .. ...
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through......................o ]
12. Label and store 1 -20°C for later Use.............o.oiniiiiiiiiit it ciiee i aeaes

Label on centrifuge tube:
Location of product:

Deviations from Procedure and other Notes:

Successful?

NEXT STEP:

Continued on back? Yes D ;NOD
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Date and Time: Performed by: M‘«H‘eu Nor tenrs

Qubit DNA Quantification

Master Mix:
1. Find out how many samples will need to be analyzed 3

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200uL and add an extra 100l
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200
4. Subtract #3 from #2
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL. DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsSDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.
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Results

Sample Name Page Concentration
Kusiow — oSBI(3 2225 35.9
SBADRBS 47, e, 2325 g1y
o LactR BS tedoy ba2s |13
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Page S

. Mini Prep
Name(s) INNA_Cappuer?
Date and Time: [ - 2 -~ o 720 Check off as you
Procedure: _ complete the steps
Bacteria used: pLOC 1+ @RS 1oyt /DBPj © 88 St cut / NS0 v

/

1. Pellet bacteria via centrifuge at 28@0‘01‘13111 for 3min. Discard supernatant Y
2. Resuspend i 250pL of buffer P1.. ..o i Y
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250pL B/

3. Add 250pLBuffer P2

Invert 4-6 times (less than Sminutes until next step)

4. AQd 3S0UL BUEFEr N3 oo Ed
Inverting 4-6 times immediately Ve

5. Centrifuge 10min at 1 3000TPIM i s oo o s e st ik o “

6. Pipet supernatant into a QIAprep spin column. ... U

Centrifuge 30-60sec then discard flow through
Note: If multiple cultures of the same type are used, they are combined in this step
7. Add 500uL Buffer PB to column B/
Centrifuge 30-60sec and then discard flow through
8. Add 750uL of Buffer PE to column.............o.ooiiii E/
Centrifuge 30-60sec and then discard flow through
9. Transfer column to new microcentrifuge tube
10. Add 50pL Buffer EB t0 COIMIIN. ......ovui i
Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through “
12. Label and store in -20°C for later use

......................................................................

AN

Label on centrifuge tube: Jroncd ' Rume!’ ox N
Location of product: <pBAO» +R88r (utde (w 2mio) V>

Deviations from Procedure and other Notes:

Successful?

NEXT STEP: L Le = L Wern e
Qw4 CLQZ\@M Yo e O Hﬁ%}l*f s
ubl | vy At

Continued on back? Yes D :No D
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Date and Time: [D- 3- 14 UJ?DDlpm Performed by: Mashew MRRNS e+ Anvne Grevey

Qubit PNAOuantification %ec\a
Master Mix:
1. Find out how many samples will need to be analyzed _‘_/
e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL _‘/
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200 __l/
4. Subtract #3 from #2 _/
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199uL master mix with 1uL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
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Date and Time: I/D~S—14 (ozzom Performedby:ﬁwa_fzgzﬂ_q_*_fngnu@ mm'i‘Nsw

Restriction Enzyme Digest

- Optunal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific m where you found your materials. (For DNA, reference previous
page i which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffeie N 2.\

o DNAC®HPBOP + <plBCA08Syigis>  Sa nas ye83 7 oxdidald
o Enzyme Xyo\ , Ptsk

AMOUNT
MATERIALS | TYPE USED
Buffer
DNA Total Reaction Volume ,2 Sl
Enzyme(s)
Water DEPC

Construct a table with this format for each reaction that you do today.

i 1Y \C%
v ve \ PRAD + RYS 1 IR vasod ( T‘a )
AL +%RS x ¥ o
ul NyF Yool Bukfer u.\)l Q-Sart Buftr () A
Buifer wegd.\ | 1.54 ¥ Qg ¥\ \__-F = — =
Yow A =
zg:% N2 =*;‘:’:§ Eﬂa\m% A\ ”.?»\_ Enau? 2l e
1334, ) Q Tl _ T
% K DN asl DNR
Vs (M‘*“)
e © S g Oep C P — e
§ W el 10 :03u\ ® gmg=
- \
k N\""Vb"‘\ Nz‘-*"m\ N, = - Yoo\ Nq, =

- Qe rR 4\ - Ps¥\



Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:
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Date and Time: VD Y 4tk $+ 3D Performed by: Xoncy Cjﬁeue%

ngi-t\DNA Quantification
ev\Cn . ‘
Master Mix: I/

1. Find out how many samples will need to be analyzed

e Note: You will need enough master mix for two more (The standards)
2. Take #1 and add two samples, then multiply this by 200pL and add an extra 100uL _/
e Note: the extra 100uL is added because you lose a bit of mix every time you pipette;
this is because pipettes are calibrated to deliver exactly what they have dialed, but
they pick up extra reagent.
3. Take #2 and divide it by 200" v~
4. Subtract #3 from #2_ ¥
5. Find a tube capable of holding #2 worth of liquid
e Note: a micro-centrifuge or a conical tube will do; sterility is not extremely important
for this, as the reagents will be thrown away once the experiment is done.
6. Pipette #4 of Component B Quant-iT dsDNA BR Buffer (in the kit) into your collection tube.
7. Add #3 of 200X Quant-iT dsDNA BR Reagent
8. Vortex lightly to mix.
Standard and Sample Preparation:
1. In a Qubit assay tube mix 190pL. Master Mix with 10pL Quant-iT BR Standard #1. Mix by
tapping the tube on the table 5-10 times.
2. Repeat Step #1 for Quant-iT BR Standard #2
e Note: Qubit assay tubes are bigger than PCR tubes and smaller than Micro-centrifuge
tubes; Only Qubit tubes will work.
e Note: The standards should be in the 4°C
e Note: Only write on the caps of Qubit tubes when labeling them
3. For each of your samples in individual Qubit tubes, mix 199puL master mix with 1pL DNA
Running Samples
Note: standards and samples should sit for at least 2 minutes before being run. They remain
viable for up to 3 hours.
1. At the Qubit’s home screen, select “Run New Calibration”, then select “Quant-iT dsDNA BR”
2. Insert Standard 1 and hit Go. When prompted, enter Standard 2 and press Go.
3. If calibration is successful, insert a sample and press Go. After a few seconds, you will be
given the concentration of nucleic acid in the tube, don’t use this number. Select “Calculate
Sample Concentration” and then select 1uL; record the number you get.
4. Repeat step #3 for each sample
5. Once all of your samples have been run, simply discard the tubes.



Results

Sample Name Page Concentration
PEE2B FH (210
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Mini Prep

Name(s): A (A ue s

Date and Tune: {¢) -u - h_\‘

Procedure:

Check off as you
complete the steps

Bacteria used: oL C + 2@ + ¢, RO +PASY cudde / KA IO / TS

1. Pellet bacteria via centrifuge at >8000rpm for 3min. Discard supernatant. ......................

2. Resuspend in 250pL of buffer Pl st ms s e i s s i s s s
Transfer resuspended bacteria to microcentrifuge tube- the total will be >250uL

3. Add 250ULBULTEr P2uunnssssmmmausmnsmsnsssmsssmnssssssmsss s s s sms
Invert 4-6 times (less than Sminutes until next step)

4. Add 350U L BU er N3, .ottt et e e e r e an e ns
Inverting 4-6 times immediately

/
L —

n

. Centrifuge 10min at 130000PIm. ... ..ottt ettt eer et ee e e e e e eenaeneaeneaaanans

6. Pipet supernatant into a QIAprep spin column.......................

Centrifuge 30-60sec then discard flow through

Note: If multiple cultures of the same type are used, they are combined in this step B’

7. Add 500pL Buffer PB to cOMMIMIL ...t e
Centrifuge 30-60sec and then discard flow through

8. Add 750pL of Buffer PE to column...... ..o oo E/

Centrifuge 30-60sec and then discard flow through

9. Transfer column to new microcentrifuge tube

10. Add 50pL Buffer EB t0o coluImmn. ......... ..o e e e ae e

Let stand for 60sec then centrifuge for 60sec
11. Discard column and save centrifuge tube with flow through

12. Label and store 1 -20°C for later use

Label on centrifuge tube: {awwd oo D 10-A -1 Aly
Location of product: t).am;\&z Bu}n

Deviations from Procedure and other Notes:

Successful?

(JIQS (W @Man'f\"ﬁco»ﬁor‘ P°J‘33/

NEXT STEP:

Continued on back? Yes D ;NOD




Date and Ti;ne:
Protocol: ¢ R
Reagents:

Procedure (with applicable notes):

Lab Technicians(s) involved:

Page 5%2

, Xua ff - Pgly - Vesz —
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Results:

Location of product:

Label on product:

End Notes/Comments:

NEXT STEP:

Continued on back? YesD; NOD
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Gel Electrophoresis Name:
Date :
Time:

% Agarose:

Lane Reagents

1 Reminders:
Add Gel Green
3 s e
3 Xyafh PR
4 Xin A N
5 le PeR ; 331
6 BglS  Negatve Nul
7 Yes2 PCR
8 \esZ. Nayaie

Reagents used:



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

NEXT STEP:




Date and Time: 1O - -14

Restriction Enzyme Digest
- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS
- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)
- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer NE@ 2.]

o DNAZLoeap'>»

‘}‘ = A, 36 .
o Enzyme Mtcl Pis | = ﬁﬂ ol

Page _32“‘)

10.0S Performed by: AunA  (Gapvey

douole Reachon

A

QLAC™>

A

AMOUNT
‘ MATERIALS | TYPE USED
N, = awoa) N2> Mg, o 24 25.0uL
S 2 B

as _\%D(-:;v DNA PBADARES rasil T, L

—!v e RY Aol 244l
'tm"\m_ “ . Enzyme(s) Pys i PN
Woder Feudeb Fyyarer DEPC 5.5%uL

Dowole Rouckoa
QLﬁc *Q%S EY (L\‘\g‘, R

éu@( 5.Dulb

YR
FEFFELRRL T8

Cnaymes

- - \(:a\
. ‘OO\\ W= %
A% PR

- Psx\
Butley S
ON\Q % ' \M\'

Enrumes Wb
\H .Mt

N,

woa el

NeqoRves owe Y2 veockion ¢

Total Reaction Volume 25wl

N
Construct a table with this format for each reaction that you do today. (_\,c»"d

LAVSIO H -Doulole veccion ?E’\ch‘»&W
Buffev| 2. )

. P\.(\c: s S| o2 | gt
VNG t)(t;::"a\'\\*ﬁ DR PETa%0 | ns n0.cu
Eazams | w53\ | Bomx Vb
wodey [P0 © Comns] oo = — =
-':,—\——;—;—m\ N2 2 ol \__I:)_Of\'w DeeC o

- s\ AARAR
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Start Time of Incubation:

End Time of Incubation:

Note: incubation time is typically 1 hour
Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:




Gel Electrophoresis

0
% Agarose: & /o

Lane Reagents
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Name: Awve Gnpyed «Modh

enseo
Date : 1O - lp-14 Mo
Time:_L:45om

1
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Reminders:

Add Gel Green
Add Loading Dye
Run Red

Reagents used:




Gel Electrophoresis

Name:
Date :
Time:

Picture

Results

NEXT STEP:
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Gel Electrophoresis Name: AnnA  (JRRVER
Date :_\D-t -4
Time: \2 S

% Agarose:

Lane Reagents

1 | Reminders:
Add Gel Green

2 | Add Loading Dye
Run Red

—_—

3 |pm C N,

N |P\'9Q* AR av ke

5 \oddev
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7 9%0 N\

8 PHRO Ny

Reagents used:



Gel Electrophoresis

Name:
Date :

Time:

Picture

Results

Suuessfua \-

NEXT STEP:
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Date and Time: jp-w -4 \t4yspen  Performed by: A Coarusy
Gel Extraction

Note: Before doing this, a Qubit must be run to determine DNA concentrations

1. Weigh enough sterile micro centrifuge tubes for all of your samples and record.

2. Excise the desire DNA from the gel, being careful to get the entire band, but minimizing excess gel.
3. Weigh the tubes with the DNA samples inserted. Calculate gel weight.

Sample PLE ¢ oPA0  |Vausiod
Tube + Gel P

weight - -~ =
Empty tube

weight D . AMlg [0.Qd\g DM\

Gel Weight |0\S2a |0.24\y [\ 8
Bufter QG LSAub- | N2%.n | Haoease

Isopropanol | 1s8ub | o \S B

4. Add 3 Volumes of Buffer QG (per volume of Gel) to each tube

Note: For this protocol, 1 volume is 100uL per 100mg; so 3 volumes is 300uL per 100mg

5. Put the Samples in a heat block at 50°C for 10 minutes, vortexing every 2-3 minutes.

6. Add 1 volume of isopropanol to each tube and mix gently.

7. Load ~800pL of the mixture into the spin column, spin for 1 minute and discard the flow-
through.

Note: Repeat step 7 until all of the original mixture has been run through the column.

8. Load 750uL Buffer PE and centrifuge for 1 minute. Discard flow through.

Note: if DNA will be used for sequencing, let the column stand for 2-5 minutes before
centrifuging.

9. Place the column (inner portion) into a new, appropriately labeled micro-centrifuge (sterile!)
10. Load 30uL Buffer EB (elution buffer). Let the column stand for at least 1 minute, and spin
for 1 minute.

Note: this is the option to try to increase concentration

11. Store

Label on Product: P8R 1285+ cud ) Diggs) Gel Tuivockion LAmpYy Io-u-1y A
Location of Product: O(anpl Box

Next Step:
LiaeXs




Name(s): Bvve Ganruey Electroporation
MeT Moetersen

Reagents:

Page:ﬁg

Cell Preparation

|Competent cells thawed? Yes v/ No___

Amount? I

Electroporation

Electroporation cuvette chilled? Yes__\{No___

Amount of SOC added to culture tubes: _ \ml

DNA placed in m/f tubes? Yes_\/No_

Amount of DNA mixed with competent celis: QA L

Voltage used for electroporation: \F:.c_\

*QOptimum voltage for E. coliis 12,000 ta 19,000 V/cm. Using a 0.1¢m cuvette means a desired

voltage of 1,200 to 1,900 volts.
SOC immediately added after electroporation? YesﬁNo_

Cells shaken at 37°C? Yes_\/No_

Placed on ice? Yes_/No_

U_go.(r’\
Amount added: i\ fo Smb

Start time: End time:

Serial Dilution

Cells transferred to 1 mL m/ftube? Yes___ No_
Cells spun in centrifuge (10-15s)? Yes___No____
s/n decanted off? Yes___ No___

Cells resuspended? Yes___ No____

Dilutions performed:

10" Yes___No___
10%Yes_ No___
10° Yes__ No___
10*Yes___ No___
10° Yes___ No___
10°Yes___ No__ _
10”7 Yes___ No___
10%Yes_ No___
10° Yes___ No___

Amount of solution:

Volumes:
Volumes:
Volumas:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:
Volumes:

Labels on products:

Location of products:

Next steps:

Signature:

From: http://www.oardc.chio-state.edu/stockingerlab/Protocols/Electroporation.pdf
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Date and Time: Performed by:_ Anna  CapeveEr?

- Optimal Digestion is reached by using the correct reaction volume of your
components. SO BE CAREFUL IN YOUR MEASUREMENTS

- Please be specific in where you found your materials. (For DNA, reference previous
page in which it was prepared)

- Please be descriptive in your procedure in order to help clarify for others.

- Include ANY deviations from the protocol.

PROCEDURE

Material Location

o Buffer
o DNA

o Enzyme

AMOUNT
MATERIALS | TYPE USED

Buffer

DNA Total Reaction Volume ZOM L

Enzyme(s)
Water DEPC

Construct a table with this format for each reaction that you do today.

P2AD s RBS + cwrst K5+ LS oY o) ?\_9 C o+ ROS 4 Gakss \es yLans ioH
Liqase Sfer  Zab Ligpee  Bulfer 2L
Vigpse (Gl Ligase Vbl
3s &5
losely %’??L el " YL
By o 8.5
hes ﬁ W3S WO w2
3
. i -
NeqO. five | Negakive 7 - Neqol . -
Liqute Buffer 2u Lig onse- Bulphan, L Ligase uip\-“’\ o
Loee \ul L\%Q,_SL Ve Liqoaa
R0 S pLrire. B Wul L3ns oM BSYR mb



Start Time of Incubation:
End Time of Incubation:

Note: incubation time is typically 1 hour

Temperature of Incubation (Determined by restriction enzymes):

Method used for Quenching the Reaction (different for different enzymes)

Where did you store your finished product and what did you label it?

NEXT STEP:
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